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(54) MAMMALIAN INFLUX PEPTIDE TRANSPORTER 

(57)Abstract: 

PURPOSE: To obtain a new DNA useful for expression of 
mammalian influx peptide transporter activities for measuring 
oral bioavailability of a medicine. 

CONSTITUTION: This DNA compound is an isolated one 
containing a DNA sequence encoding human influx peptide 
transporter activities, and, for example, containing the DNA 
sequence encoding a protein having an amino acid sequence 
of the formula. The DNA can be obtained by a solution or 
solid synthesis. 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

t.This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] The isolated DNA compound including the DNA array which is carrying out the code of the 
Homo sapiens inflow peptide transporter activity. 

[Claim 2] The isolated DNA compound including the DNA array which is carrying out the code of the 
protein which has the amino-acid-residue array of the array number 1 according to claim 1. 
[Claim 3] The isolated DNA compound including the DNA array of the array number 2 according to 
claim 2. 

[Claim 4] A recombinant DNA vector including a DNA array according to claim 1, 2, or 3. 

[Claim 5] The host cell by which the transformation was carried out by the recombinant DNA vector 

according to claim 4. 

[Claim 6] The DNA array which is carrying out the code of the Homo-sapiens inflow peptide 
transporter activity which installed so that it might be discovered from promotor and translation 
activation array; which performs the transformation of a host cell using the recombinant DNA 
expression vector containing (a) below approach: (1) which consists of a process of the following 
which makes Homo-sapiens inflow peptide transporter activity discover, and (b), and functions in a 
:(a) this host cell, (b) this promotor, and a translation activation array; 

(2) Cultivate this host cell by which the transformation was carried out in the process (1) under the 
suitable conditions for the manifestation of Homo sapiens inflow peptide transporter activity. 
[Claim 7] The approach according to claim 6 by which the transformation of the host cell is carried 
out by the recombinant DNA expression vector according to claim 4. 

[Claim 8] How to consist of the following processes for measuring intracellular incorporation of a 
compound: By the recombinant DNA expression vector which brings about the manifestation of (a) 
Homo sapiens inflow peptide transporter activity, contact the cell and this compound by which the 
transformation was carried out, and carry out assay about; and transportation of this compound to 
the inside of (b) this cell. 

[Claim 9] The approach according to claim 8 by which the transformation of the cell is carried out by 
the recombinant DNA expression vector according to claim 4. 
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DETAILED DESCRIPTION 



[Detailed Description of the Invention] 
[0001] 

[Industrial Application] this invention — a recombination deoxyribonucleic acid (following "DNA") — it 
is related with the field of law. This invention offers the isolated DNA compound containing DNA 
which is carrying out the code of the inflow peptide transporter (following "inflow peptide 
transporter") activity of a proton-dependency. Furthermore, a recombinant DNA vector and a host 
cell are offered. 
[0002] 

[Description of the Prior Art] In a mammals cell, a peptide is conveyed out of intracellular and a cell 
by the transporter from which some differ. The transporter which bears functionally an outflow out of 
the transporter which bears the intracellular inflow of a peptide, and the cell of a peptide exists. An 
inflow transporter conveys a small peptide and the compound of relation into cytoplasm, and they are 
carrying out indirect linking to the energy source through ion inclination. An outflow transporter 
consists of a transporter from which some which function as removing a peptide from cytoplasm 
differ. [Endicott and Ung by which P-glycoprotein which removes many oncolysis objects and 
hydrophobic peptides is contained in these, 1989, Annu.Rev.Biochem.58:137-171; Sharma and others, 
1992, J.Biol.Chem.267 : 5731-5734]. 

[0003] This invention relates to the peptide transporter which bears the inflow of the peptide to a 
cell or organelle. The peptide transporter of this class A gastrointestinal tract, the kidney, [Ganapathy 
and others located in a placenta and liver lysosome, 1991, and Indian J.Biochem.Biophys.28 
Am.J.Physiol. : 317-323; ~ Skopicki and others and 1991 — 261 : F670-F678; Ganaopathy and 
others, 1981, J.BioLChem.256 : 118-124; Bird and Lloyd, 1990, Biochim.Biophys.Acta 1024 : 267-270]. 

[0004] Usually, an inflow peptide transporter is located in the brush border of the epithelial cell of 
membrane. The property of a transporter is studied among an intestinal-mucosa preparation object in 
the location of a basis, and is further studied by in vitro one using the brush-border-membrane 
vesicle, the isolated intestines cell, and the cell culture object A rat, a hamster, a rabbit a fowl, The 
preparation object obtained from a Japanese newt and Homo sapiens [Ganapathy and Leibach to 
which it uses for and research is done, 1991, Curr.Biol.3 : 695-701; Said and others, 1988, 
Biochim.Biophys.Acta 941 : 232-240; Kramer and others and 1988, Biochim.Biophys.Acta 939 : 
167-172; Colonge and others, 1990 and Am.J.Physiol. 259 : G775-G780; Shimada and Hoshi, 1986, 
Jpn.J.Physiol.36 : 451-465; Matthews and Burston, 1984, and Clinical Sci., 67 : 541-549]. A small 
peptide (JI and tripeptide), an antibiotic (some oral beta-lactams are included), Oral angiotensin 
converting enzyme (ACE) inhibitor, The solute from which many containing oral renin inhibitor differ 
and by the inflow peptide transporter [Ganapathy and Leibach which are conveyed into the cytoplasm 
of an intestines cell. 1991, and Curr.Biol.3 : — 695-701; Okano and others, 1986, and J.Biol.Chem.261 
: 14130-14134; Nakashima and others, 1984, Biochem.Pharm.33:3345-3352; Muranushi and others, 
1989, Pharm.Res.6 : 308-312; Friedman and Amidon, 1989 and Pharm.Res.6 : 1043-1047; Friedman 
and Amidon, 1990, J.Control.Rel.13 : 141-146; Kramer, 1991, and 17 th International Congress of 
Chemotherapy, June 23-28, Berlin, F.R.G., Abstract No.1415]. 

[0005] An inflow peptide transporter plays a central role in absorption of the oral medicine object 
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containing betaHactam and ACE inhibitor of a certain kind. The inflow peptide transporter was able to 
distinguish what is absorbed in taking orally in Homo sapiens, and a thing without that right among 27 
sorts of investigated betaHactam antibiotics [Tabas and others, 1991, and 31 st Interscience 
Conference on Antimicrobial Agents and Chemotherapy Abstract No.164]. Furthermore, the thing for 
which a parenteral betaHactam antibiotic is not conveyed although an inflow peptide transporter 
conveys many oral betaHactam antibiotics In the research using Homo sapiens intestines Caco-2 cell 
and the rabbit intestines brush film [Dantrig and others shown and 1992, Biochim.Biophys.Acta 1112 : 
167-173; Dantzig and others, 1992 and 32nd Interscience Conference on Antimicrobial Agents and 
Chemotherapy, Anaheim, CA, and Abstract No.1460; Snyder and others and 1992, 32 nd Interscience 
Conference on Antimicrobial Agents and Chemotherapy Abstract No.1461; Okano and others, 1986, 
J.Biol.Chem.261:14130-14134]. Same research which predicts oral absorption of which ACE inhibitor 
the capacity of an inflow peptide transporter is investigated and is carried out is done [Friedman and 
Amidon, 1989, and Pharm.Res.6:1 043-1047]. 

[0006] Inflow peptide transporters are a sodium dependency and energy dependence. Symport of the 
proton is carried out with a substrate ("proton-dependency"). A substrate [Hoshi which presents the 
capacity condensed to intracellular to level higher than the level which exists out of a cell, 1986, Ion 
Gradient-Coupled Transport, and INSERM symposium No.26. Editors: RAIvarado and C.H.van Os, 
Elsevier Science Publishers; Ganapathy and Leibach, 1991, and Curr.Opinion Cell Biol.3:695-701; 
Ganapathy and others, 1991, Indian J.Biochem.Biophys.28 : 317-323]. The substrate specificity of an 
inflow peptide transporter is investigated in some kinds. Although these are not the same As very 
similar [Inui and others who comes out and exists, 1992, and JPharmacol.Exp.Thera.260 :482-486; 
Ganapathy and Leibach, 1983, and J.Biol.Chem.258 ; 14189-14192; Yasumoto and Sugiyama, 1980 and 
Agric.Biol.Chem. 44 : 1339-1344; Nakashima and others, 1984, Biochem.Pharmacol.33 : 3345-3352; 
Okano and others, 1986, Biochem.Pharmacol.35 : 1781-1786]. The binding site of an inflow peptide 
transporter is not known, therefore its description of the absolute chemical structure required for 
association and transportation of a solute is also strange, research of correlation of the structure of 
a substrate and inhibitor and activity is done, and it is unnecessary to transportation — [as which the 
structural description of shoes is solved — Bai and others, 1991, and Pharm.Res.8 : — 593-599; 
Snyder and others, 1992, 32 nd Interscience Conferenceon Antimicrobial Agents and Chemotherapy, 
Octll-14, Anaheim, CA, and Abstract No.1461]. 

[0007] Inflow peptide transporter activity is [Kramer identified as 127,000dalton membrane protein 
from rabbit intestinal mucosa by the optical affinity-labeling method using the penicillin or the 
cefalexin analog by which the radiation label was carried out by which the radiation label was carried 
out 1987, and Biochim.Biophys.Acta 905:65-74.; Kramer and others, 1988, Biochem.PHarmacol.37 : 
247-2435]. [which the 1 27,000dalton protein of purification of the rabbit intestinal-mucosa 
preparation object origin reconfigurated in liposome gave association and transportation activity — 
Kramer and others, 1990, and Biochim.Biophys.Acta 1030 : — 50-59]. [by which the rabbit inflow 
peptide transporter is functionally discovered in Xenopus laevis oocyte — Miyamoto and others, 
1991, and J.BioLChem.266 : — 4742-4745]. However, the structure of the cloning gene which is 
carrying out the code of the mammalian inflow peptide transporter, or one of its components are not 
reported to any kinds. 

[0008] Probably, cloning of an inflow peptide transporter will be useful for development of the 
approach of enabling the quick identification and the development of an oral absorption drug which 
use this device. An oral bioavailability is the very desirable property of many drugs. Probably, 
especially measurement of the oral bioavailability of the drug in the phase in early stages of 
development will be advantageous. Current and a drug are first evaluated about an oral bioavailability 
in the animal model. This process needs selection of a small number of compound very much, and 
composition of this compound must be expanded to extent evaluated in these models. When a 
compound is not absorbed in taking orally using these models, in order to attain an oral bioavailability, 
the analog of the compound is created in many cases. This process wastes time amount, is difficult 
and requires costs. Furthermore, although you may set to the animal model and it is absorbed, there 
are many examples of the compound which is not absorbed by Homo sapiens. Since it supplements 
with this conventional approach, other evaluation approaches are needed. 
[0009] 
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[Problem(s) to be Solved by the Invention] Especially this invention offers the host cell by which the 
transformation was carried out by the isolated DNA compound including the DNA array which is 
carrying out the code of the mammalian inflow peptide transporter activity, the recombinant DNA 
expression vectors which are carrying out the code of the mammalian inflow peptide transporter 
activity, and these recombinant DNA expression vectors. These recombinant DNA expression vectors 
and host cells are useful in the approach for making inflow peptide transporter activity discover, (a) 
below : (1) which this approach becomes from the following processes And (b) So that it may be 
discovered from promotor and translation activation array; which performs the transformation of a 
host cell using the included recombinant DNA expression vector, and functions in a :(a) this host cell, 
(b) this promotor, and a translation activation array DNA array which is carrying out the code of the 
inflow peptide transporter activity of the installed mammals; 

(2) Cultivate this host cell by which the transformation was carried out in the process (1) under the 
suitable conditions for the manifestation of inflow peptide transporter activity. 
[0010] Probably, the capacity which predicts the taking^orally-availability of the drug in Homo 
sapiens by the initial stage of a drug discovery process will be advantageous. For this purpose, this 
invention offers a useful analysis means in the prediction of the oral availability of the physic 
compound in Homo sapiens by the inflow peptide transporter. That is, by the recombinant DNA 
expression vector which brings about the manifestation of :(a) mammals inflow peptide transporter 
activity about the approach for measuring incorporation of the compound by the cell which consists 
of the following processes, one mode of this invention contacts the cell and this compound by which 
the transformation was carried out and carries out assay about; and transportation of this compound 
to the inside of (b) this cell. 

[001 1] Other modes as these modes of this invention and a hybridization probe of the DNA array of 
this invention, such as use, are explained in more detail below, and are indicated to a claim. 
[0012] 

[Means for Solving the Problem] 

Definition coding array: The DNA array in the reading frame of the gene which carries out the code of 
the amino-acid-residue array of the protein discovered from a gene. 
DHFR: Dihydrofolate reductase gene. 

Gene: The DNA segment containing the promotor who installed so that a gene product might be made 
to discover, a translation activation array, a coding array, and 3' regulatory sequence. 
Inflow peptide transporter activity: Migration of the substrate which crosses the film depending on 
existence of the proton gradient of internal directivity. Functionally, activity can be measured by 
measuring transportation of the compound which crosses the film under the absence of the excessive 
amount of the known substrate (for example, [a small peptide (for example, JI and tripeptide), an 
antibiotic (for example, cefalexin), oral angiotensin converting enzyme (ACE) inhibitor, and oral renin 
inhibitor]) of a transporter, or existence under existence of pH-inclination (that is, external one has 
acidity higher than the interior of a cell or a membrane vesicle) of internal directivity. 
Promotor The DNA array which makes the imprint of DNA order or start 
Recombinant-DNA expression vector It is all the DNA matter that reproduces autonomously or 
performs a nest although a plasmid is included, it is not limited to it but the promotor and other 
regulatory sequences which were installed so that the DNA segment which carries out the code of a 
polypeptide or the RNA might be made to discover are included. 

Recombinant-DNA array: It is all the DNA arrays that excepted the host chromosome which drew 
DNA, and include the DNA array by which isolation and composition or partial composition was 
carried out. 

restriction fragment — all the lines produced according to an operation of the restriction enzyme 
beyond 1 or it — a DNA molecule. 

Translation activation array: The accommodation DNA array which promotes a translation in the 
protein of mRNA when it imprints to mRNA. 

all the nucleotides and amino acid abbreviation which were used by this detail letter — an United 
States patent trademark station — 37 C.F.RSection — as shown in 1.822 (b) and (1992), it accepts. 
[0013] The restriction enzyme and functional map which were shown in the explanatory view side of a 
drawing are the near display of the recombinant DNA vector indicated in this specification. The 
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information on a limit part is not comprehensive. The restriction enzyme part of many predetermined 
molds may exist from the actually shown part on a map. Drawing 1 is the restriction enzyme part and 
functional map of a plasmid pPSJ179. Drawing 2 is the restriction enzyme part and functional map of 
a plasmid pPSJ189. 

[0014] Detailed explanation this invention offers the isolated DNA compound including the DNA array 
which is carrying out the code of the mammals inflow peptide transporter activity. The amino acid 
sequence of an inflow peptide transporter is shown as an array number 1 among an array table. The 
DNA array which is carrying out the code of the inflow peptide transporter is shown as an array 
number 2 among an array table. 

[0015] This contractor will admit that it is possible to build the DNA array from which many which 
carry out the code of the array number 1 differ with the property of the degeneracy of a gene code. 
The DNA array shown by the array number 2 is one [ mere ] of many possible inflow peptide 
transporter coding arrays, therefore, the structure indicated in the following and the attached 
example about the desirable DNA compound, vector, and transformant of this invention — the thing 
for instantiation — it is — it does not pass and does not have the intention of limiting the range of 
this invention. 

[0016] An array can be prepared by various approaches, therefore is limited to no specific 
preparation means now when the array of an inflow peptide transporter became known, the DNA 
array of this invention — a DNA synthesis method, cDNA cloning, genome cloning, and polymerase 
chain reaction (PCR) — it can manufacture by law or some approaches including the combination of 

these approaches, these and other approaches — Maniatis[ — "molecular cloning : a laboratory 

— a manual — " — Cold Spring Harbor Press — ColdSpring Harbor Laboratory — Cold Spring 
Harbor — New York — ] (1989) — or — F . — M . — Ausbel ~ ** — [— "— molecular biology ~ 
recently — a protocol — " — 1 989 — ] — indicating — having — **** . The contents of both 
bibliography of these shall constitute some of these specifications. 

[0017] The DNA array of this invention is compoundable using an approach and equipment available 
as a commercial item. For example, the DNA array of this invention can be manufactured using a solid 
phase phosphotriester method. A DNA array is compoundable with the amelioration phosphotriester 
method using the DNA construction block protected completely, such a synthesis method — 
substantial — Itakura et al. — [1977 and Science 198 : 1056] and Crea[— 

Proc.Natl.Acad.Sci.U.SA75 : 575], and Narang et al. — [1980 and Methods in Enzymology 68 : It can 
carry out according to the approach of 90]. It adds to the approach by handicraft and is ABS 380A. A 
DNA array is compoundable using automation synthesizer units, such as a DNA synthesizer (Applied 
Biosystems, 850 Lincoln Centre Drive, Foster City, CA 94404). Moreover, polymerase chain reaction 
can be made to generate a DNA array. For example, refer to the United States patent numbers 
4,800,159 and 4,683,202 and the Europe patent public presentation number 0258017 (March 2, 1987 
public presentation). 

[0018] It can be known widely, and can get down and the approach for a solution and solid phase 
composition can use various automation synthesizer units available as a commercial item according to 
a known protocol, for example, Stewart and Young [Solid Phase Synthesis 2nd edition, Pierce 
Chemical Company, and 1984]; Tarn et al. — [1983 and J.Am.Chem.Assoc.105 : 6442];, and Merrifield 
et al. — [1982 and Biochemistry 21 : 5020] — reference. 

[0019] DNA which is carrying out the code of the mammalian inflow peptide transporter activity can 
be cloned in various vectors by the well-known approach for the time being in the fields. Many 
suitable vectors including cosmid, a plasmid, a bacteriophage, a baculovirus, and a virus can be used. 
One of the main requirements to such a vector is being able to carry out the transformation of self s 
being reproduced and the host cell. Preferably, this vector is a recombinant DNA expression vector 
which may make the inflow peptide transporter activity of the mammals in which a code is carried out 
by the DNA array of this invention discover. The usual expression vector contains at least 
promoterregion, a 5 - untranslation region, coding array, and 3 -untranslation region, a replication 
origin, a selective marker, and the conclusion section of an imprint. Furthermore, although the array in 
which a useful vector presupposes that it is possible the reproduction in Escherichia coli is included 
by this invention, it is usually because it is much more efficient that this prepares plasmid DNA in 
E.coli from other host organisms. 
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[0020] The various expression vectors which can be embellished in order to make the new DNA array 
of this invention discover exist It does not have the intention of only mentioning as an example the 
specific vector illustrated in this specification, and limiting the range of this invention, the discovered 
method — Maniatist — "molecular cloning It is indicated by laboratory manual"] or the "latest 
protocol of molecular biology" [16.3-17.44] (1989). Moreover, the discovered method in 
Saccharomyces is indicated by "the latest protocol of molecular biology" (1989). 
[0021] Prokaryon nature vectors, such as a pNH vector (Stratagenelnc, 11099 N.Torrey Pines Rd. f 
LaJolla, CA 92037), a pET vector (Novogen Inc., 565 Science Dr., and Madison WI 5371 1), and a pGEX 
vector (Pharmacia LKB Biotechnology Inc., Piscataway, and NJ 08854), are contained in the vector 
suitable for using it in the case of this invention operation. For the example of an eukaryon nature 
vector useful in the case of this invention operation Vector pRc/CMV, pRc/RSV and pREP (it 
Invitrogen(s)) 11588 Sorrento Valley Baculovirus vectors, such as Rd., San Diego, CA 92121;pVL1392, 
and pVL1393, pAC360 (Invitrogen); YRP17, YIP5, and YEP24 () [ New ] Yeast vectors, such as 
England Biolabs, Beverly, and MA. And Picchia vectors, such as pRS403, pRS413 (Stratagene Inc.), 
and pHIL-D1 (Phillips Petroleum Co., Bartlesville-74004), are contained. 

[0022] A functional promotor is contained in the promotor for using it in the expression vector of this 
invention in a prokaryotic cell or an eukaryotic cell. In a prokaryotic cell, a lactose (lac) control 
member, a bacteriophage lambda (pL) control member, an arabinose control member, a tryptophan 
(trp) control member, bacteriophage T7 control members, and these hybrids are contained in a 
functional promotor. In an eukaryotic cell, Saccharomyces promoters, such as Picchia promotors. 
such as baculovirus promotors, such as an Epstein Barr virus promotor, an adenovirus promotor, an 
SV40 promotor, a Rous-sarcoma-virus promotor, a cytomegalovirus, and an AcMNPV polyhedron 
promotor, and an alcohol oxidase promotor, a gal4 inductivity promotor, and a PGK compositionality 
promotor, are contained in a functional promotor. 

[0023] Furthermore, the vector of this invention can contain one of the various markers of a large 
number which make easy selection of a host cell by which the transformation was carried out of 
arbitration. The gene related to the enzyme relevant to temperature sensitivity, drug tolerance, or the 
phenotype property of a host organism is contained in such a marker. 

[0024] After inserting into a vector the DNA array which is carrying out the code of the mammalian 
inflow peptide transporter activity, the vector can be used and the transformation of the host cell 
can be carried out Usually, the cellularity living thing containing the prokaryotic cell or eukaryotic cell 
by which a transformation may be carried out to a host cell by the vector containing DNA of this 
invention is included. The transformation of a cell and the approach of transfection are common 
knowledge for the time being in the fields, and can be found out in common bibliographies, such as 
Maniatis et al. (1989) and the "latest protocol of molecular biology" (1989). 

[0025] This invention is not limited to the use to a specific host cell. The vector of this invention can 
be introduced into many host cells, and can be made to discover. The host cell to which the 
transformation of this invention was carried out can be cultivated in the usual nutrition culture 
medium embellished suitably because of induction of a promotor, selection of a transformant, or 
magnification of a gene. Probably culture conditions, such as temperature and pH, are conditions 
already used about the host cell chosen for the manifestation, and will be clear to this contractor. 
[0026] It depends for selection of a specific host cell on the specific expression vector used in order 
to make the inflow peptide transporter activity-coding DNA compound of this invention discover to 
some extent After introducing to the host cell of the vector of this invention, a transformant can be 
chosen based on selectable phenotype. The selectable marker which exists on an expression vector 
can give this selectable phenotype. 

[0027] In a suitable host cell, for example, prokaryotic cell; Chinese hamster ovary cell 
CHO-DHFR-[American Type Culture Collection, such as Escherichia coli and Bacillus subtilis 
(ATCC), From 12301 Parklawn Drive, Rockville, and Maryland 20852-1776, under trust number ATCC 
CRL-9096 Available], Chinese hamster ovary cell CHO-K1 (ATCC CCL-61), The Syrian hamster cell 
AVI 2 (ATCC CRL 1573), A Homo sapiens lymphocyte CCRF-CEM cell, a Homo sapiens 
neuroblastoma cell, the Buta kidney cell (LLC-PK1. ATCC CL101), and liver, A brain. Eukaryotic cells, 
such as the skin and a cell of the suprarenal gland origin; yeast cell;Spodoptera frugiperda Sf9 () 
which reaches Saccharomyces cerevisiae and contains Picchia pastoris [ ATCC ] The insect cell 
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containing the Leucania larva cell of CRL 171 1 etc.; a fungus cell including an Aspergillus kind is 
contained. 

[0028] the manifestation in a prokaryotic cell and an eukaryotic cell — Maniatis et al. (1989), 
Kaufmann["the principle of gene engineering, and an approach", and J.K — the volume on Setlow, 
and Plenum Press 9 : It is indicated by 155 and] (1988). The manifestation of yeast is indicated by 
Barr and others [the volume gene engineering" of "yeast, and on Butterworth, and Boston 1989]. The 
manifestation in an insect cell is Maeda[1989, "the annual report of entomology", and 34. : It is 
indicated by 351]. 

[0029] The DNA array shown by the array number 2 was acquired from the cDNA clone prepared 
from mRNA of Caco-2 cellular in. Caco-2 cellular in is [Dantzig and Bergin which are the Homo 
sapiens colonic gland cancer cellular in where incorporating an antibiotic by the inflow peptide 
transporter is shown, 1990, and Biochim.Biophys.Acta 1027. : 211-217; Dantzig and others, 1992, 
Biochim.Biophys.Acta 1112: 167-173]. Caco-2 cell is available under ATCC to the trust number 
ATCC HTB37. 

[0030] The instantiation vector of this invention was introduced into Escherichia coli RR1 or E.coli 
DH5 alpha cell, and it ****ed to Northern Regional Research Laboratories (NRRL) (Peoria and Illinois 
61604) on January 21, 1993, and carried out to a part of permanent storage culture collection. A 
specific culture and a specific trust number are shown in Table 1. 
[Table 1] 

Table [ ] 1 culture Trust number Ecoli K12 — DH5 alpha/pPSJ 179 NRRL B-21041 Ecoli K12 
RR1/pPSJ189 NRRL B- 21042 [0031] A culture comes to hand and a plasmid is isolated with a 
conventional method. Subsequently, in order to make a mammals inflow peptide transporter produce, 
this plasmid can be introduced into a direct host cell. 

[0032] Die length is about 8500 base pairs, and a plasmid pPSJ179 contains DNA which is carrying 
out the code of the inflow peptide transporter of the Caco-2 cell origin. The plasmid pPSJI 79 built 
the 3.4 kb Xbal-Hindlll cDNA restriction enzyme fragmentation containing inflow peptide 
transporter-coding DNA by carrying out cloning into vector pRc/RSV (Invitrogen) available as a 
commercial item. Since the inflow peptide transporter had the HindHI restriction enzyme part inside, it 
used partial restriction enzyme digestion in cloning of 3.4kb Xbal-Hindlll fragmentation. A plasmid 
pPSJ179 contains the inflow peptide transporter gene installed so that it might be discovered from 
the neomycin resistance gene and Rous-sarcoma-virus (RSV) promotor for the selection in the 
ampicillin resistance gene for the selection in Escherichia coli, and an eukaryotic cell. The restriction 
enzyme and functional map of a plasmid pPSJ179 are shown in attached drawing 1 . 
[0033] A plasmid pPSJ189 is also the example of the vector of this invention. A plasmid pPSJ89 is 
the magnitude of about 12.2 kilobases. A plasmid pPSJ189 contains the KpnI-Spel restriction 
fragment of the 3.4 kilobase pairs containing inflow peptide transporter-coding DNA cloned in the 
variant with which Plasmid pHD was embellished. Plasmid pHD was embellished so that the restriction 
enzyme part for making easy cloning of the KpnI-Spel restriction fragment of the 3.4 kilobase pairs 
containing inflow peptide transporter coding DNA might be included. Plasmid pHD is indicated in the 
Europe patent public presentation number 0245949 (November 19, 1987 public presentation). A 
plasmid pPSJ189 contains BK enhancer and the adenovirus main late promoters which were installed 
for the hygromycin tolerance gene for the selection in the ampicillin resistance gene for the selection 
in Escherichia coli, and an eukaryotic cell, a DHFR gene, and inflow peptide transporter gene 
expression. The restriction enzyme and functional map of a plasmid pPSJ189 are shown in attached 

drawinK 2 . 

[0034] This contractor will admit that inflow peptide transporter coding DNA can be started as 
various restriction enzyme fragmentation from plasmids pPSJ179 and pPSJ189, and may be cloned in 
many expression vectors. For example, the inflow peptide transporter coding activity DNA can be 
started as KpnI-Spel restriction enzyme fragmentation of 3.4 kilobase pairs from a plasmid pPSJ189 
as 3.4 kilobase-pair HindHI-Xbal restriction enzyme fragmentation from a plasmid pPSJ179. This 
contractor will accept the thing for which partial restriction enzyme digestion will be required, in order 
to prepare the DNA fragment which carries out the code of the perfect inflow peptide transporter to 
because of that of the existence of many restriction enzyme parts in plasmid DNA. Identification, 
isolation, and the approach for carrying out cloning are common knowledge for the time being in the 
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fields about various restriction enzyme fragmentation including the inflow peptide transporter coding 
activity DNA. 

[0035] other transporters by which structure is similar to the inflow peptide transporter of this 
invention based on the indication of this specification — polymerase chain reaction (PGR) — it can 
identify with the combination of the approaches of common knowledge, such as law and DNA 
hybridization, or these approaches. An inflow peptide transporter consists of an extracellular field 
(about amino acid residue 1-778 of the array number 1), and a transformer MENN bulan field (about 
amino acid residue 778-809 of the array number 1). An extracellular field is [Takeichi and M. which 
are very much related to the family of the protein known as cadherin, 1990, and 
Annu.Rev.Biochem.59. : 237-252], A cadherin family has the outside of a highly preservable cell, and 
an intracellular field. However, an inflow peptide transporter is [Klinter which does not have the 
intracellular field of shelf life where it is shown that it is required for the functional activity of 
cadherin, 1992, and Cell 69. : 225-236]. The protein related to an inflow peptide transporter can be 
identified using the hybridization method based on this difference between cadherin and an inflow 
peptide transporter. 

[0036] Under a certain hybridization method, a probe specific to a cadherin family and the shelf-life 
extracellular field of an inflow peptide transporter, and the shelf-life intracellular field of b cadherin 
family is obtained. Such a probe can be obtained using the PCR method. In this case, template DNA 
may be cDNA obtained from the cellular in of a different tissue form which discovers genomic DNA or 
inflow peptide transporter activity, and cadherin. The kidney, an intestinal tract, the cell of the 
pancreas origin, or the endothelial cell of the "blood-brain" gateway origin is contained in the possible 
source of supply for template DNA. 

[0037] A specific probe is first used for the highly preservable extracellular field of a cadherin family 
and an inflow peptide transporter in a hybridization experiment, and the gene which has the 
extracellular field of cadherin and other peptide transporters is identified. Subsequently, the gene 
which carries out the code of the cadherin is identified, using the probe obtained from the 
intracellular field of cadherin as a hybridization probe. Although it reacts with the probe to an 
extracellular field, the candidate of an inflow peptide transporter deserves the gene to which the 
probe to an intracellular field does not react These genes are cloned in a recombinant DNA 
expression vector, and it introduces into a suitable host cell. Subsequently, assay of the host cell by 
which the transformation was carried out is carried out about the manifestation of inflow peptide 
transporter activity. 

[0038] The same result can be mentioned using a different-species hybridization method. In this 
case, a possible inflow peptide transporter is distinguished from cadherin using the DNA fragment 
showing a part for the outside of the cell of cadherin, and the interior of a cell. 
[0039] Other genes which are carrying out the code of the peptide transportation activity using the 
conventional hybridization method using DNA which is carrying out the code of the inflow peptide 
transporter of this invention, or the probe based on the part of the arbitration can be identified. For 
example, the gene which has peptide transportation activity using the probe based on the array 
number 2 or its part can be identified. Moreover, the gene which has peptide transportation activity 
using the probe based on the amino acid sequence of the array number 1 or its part which 
degenerated can be identified. Maniatis and others (1989) is indicating the hybridization method. 
[0040] As shown above, this invention offers the approach for measuring incorporation of the 
compound by the inflow peptide transporter. This approach is useful in prediction of the oral 
bioavailability of the compound by the inflow peptide transporter in Homo sapiens. A variety of 
compounds can be examined about the incorporation by the inflow peptide transporter. A small 
peptide and a small remedy object, for example, an antibiotic, ACE inhibitor, and renin inhibitor are 
contained in the example of such a compound. These compounds are mere instantiation. This 
approach is applicable to any compounds as a matter of fact, in order to examine the capacity 
incorporated by the inflow peptide transporter. Therefore, in one mode, this invention contacts the 
cell and this compound by which the transformation was carried out by the recombinant DNA 
expression vector which brings about the manifestation of :a mammals inflow peptide transporter 
activity which offers the approach for measuring incorporation of the compound to the inside of a cell 
of consisting of the following processes, and carries out assay about transportation of this compound 



JP,06-261761,A [DETAILED DESCRIPTION] 



http://www4.ipdl. ncipi.go.jp/cgi-bin/trao.web^cgi.ei 



to the inside of b this cell. 

[0041] The example of the recombinant DNA expression vector which brings about the manifestation 
of useful inflow peptide transporter activity in the approach of this invention was indicated above. 
Such a recombinant DNA expression vector can be adjusted for the optimal manifestation of the 
inflow peptide transporter activity in the host cell chosen for a manifestation. 
[0042] The various cells containing the cell indicated above can be used in this approach. Especially 
the cell that lacks inflow peptide transporter activity before the transformation in the recombinant 
DNA expression vector of this invention is useful in this method. The cell which has incorporation of a 
measurable compound before the transformation in the recombinant DNA expression vector of this 
invention is also useful. Assay of the cell by which the transformation was carried out by the 
recombinant DNA expression vector which is carrying out the code of the inflow peptide transporter 
activity in which case can be carried out about increase of transportation of the trial compound to 
this cell. 

[0043] In this mode of this invention into a useful cell For example, prokaryotic cells, such as 
Escherichia coli and Bacillus subtilis; Chinese hamster ovary cell CHO-DHFR-[American Type 
Culture Collection (ATCC), From 12301 ParMawn Drive. Rockville, and Maryland 20852-1776, under 
trust number ATCC CRL-9096 Available], Chinese hamster ovary cell CHO-K1 (ATCC CCL-61), The 
Syrian hamster cell AV12 (ATCC CRL 1573), A Homo sapiens lymphocyte CCRF-CEM cell, a Homo 
sapiens neuroblastoma cell, the Buta kidney cell (LLC-PK1, ATCC CL101), and liver, A brain, 
Eukaryotic cells, such as the skin and a cell of the suprarenal gland origin; yeast cell;Spodoptera 
frugiperda Sf9 0 which reaches Saccharomyces cerevisiae and contains Picchia pastoris [ ATCC ] 
The insect cell containing the Leucania larva cell of CRL 1 71 1 etc.; a fungus cell including an 
Aspergillus kind is contained. Moreover, probably, the peptide transportation deletion mutant of the 
cell which made reference upwards will be useful in the approach of this invention, such a peptide 
transportation deletion mutant — Escherichia coli[-- DeFelice and others, 1973, and J.Bacteriol.116 : 
751-7560] and yeast [~ Island and others, 1991, and Curr.Genet.20 : 457-463; Marder and others, 
1978, and J.Bacteriol.136 : It is indicated about 1174-1177]. 

[0044] Probably, the specific vectors used in order to make an inflow peptide transporter discover as 
shown above differ according to the host cell to be used. 

[0045] Incorporation of the compound by the transformer FEKUTANTO cell which has discovered 
inflow peptide transporter activity can be measured by various approaches, measurement of an 
appearance of a trial compound host intracellular to these approaches, i.e., this cell, — dissolving — 
a melt sample — a high speed liquid chromatography — or when the radiation label of this compound 
is carried out, measurement by analyzing a compound by detection of radioactivity is included. 
Moreover, other properties related to a specific trial compound can be measured. That is, in order to 
screen a specific compound, the assay usually used can be used, for example, the capacity of a 
compound to permute association of the ligand to a receptor in receptor assay (or enhancement), the 
capacity of the compound which checks a related enzyme (or stimulus), the capacity of the 
compound which checks growth of a living thing (or stimulus), or a trial compound has — will come 
out and I will be — being of a certain kind — others — a property can be used. Inflow peptide 
transporter activity can be measured using various assays containing the assay currently indicated by 
Bradner and Claridge [volume 1984, "screening system in antineoplastic drug", and on WARemers, 
Wiley-Interscience Pub., John Wiley and Sons, and Inc.N.Y., and NY]. 
[0046] 

[Example] It has the intention of the example shown below helping much more understanding of this 
invention. The matter, the specific kind, and the specific conditions of being used have the intention 
of explaining this invention in more detail, and do not tend to limit the just range of this invention. The 
approach for actuation of DNA and analysis was performed as essentially indicated by Maniatis and 
others (1989). The conditions for a restriction enzyme reaction are manufacturer [Boehringer 
Mannheim (BM), Indianapolis, and IN.; New England Biolabs (NEB), Beverly, MA; The conditions 
currently recommended by Bethesda Research Labs (BRL), Gaithersburg, and MD] were used. 
[0047] Transfection of the example 1 Chinese hamster ovary cell (CHO-K1 and ATCC CCL 61) was 
carried out by the plasmid pPSJ179 using the calcium precipitate protocol indicated in the 
Stratagene mammalian transfection kit (Stratagene Catalog # 200285). A plasmid pPSJ179 can be 
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isolated from Escherichia coli K12 DH5 alpha/pPSJ 179 (NRRL B-21041) using the usual alkali-SDS 
method (Maniatis and others, 1989). The transfection method of a calcium precipitate protocol was 
performed as follows. It is calcium of 20microg mostly about CH0-K1 cell (one day after 100mm 
culture plate and plaiting) of complete growth. - It incubated for 20 minutes at 37 degrees C with the 
DNA sample which precipitated The DNA sample was either a plasmid pPSJ179 or plasmid pRc/RSV 
as contrast Then, this cell was proliferated for three days in F12 culture medium which contains fetal 
calf serum (Hyclone Laboratories Inc., Logan, UT 84321) 10%. The culture medium was permuted by 
the growth medium which contains a selection drug and G-418 sulfate (Gibco, Grand Island, NY) by 
ml in 300microg /, and the cell was proliferated for 13 days at 37 degrees C among 3% C02 incubator 
next The colony chosen for next research was proliferated in the selected time amount and the 
37-degree C selected selective medium among 5% C02 incubator. Transformer FEKUTANTO was 
evaluated about the manifestation of an inflow peptide transporter using the reactant monoclonal 
antibody to enzyme joint immune absorbance assay (EUSA) and an inflow peptide transporter. It 
chose for transportation research of the clone which discovered the inflow peptide transporter 
antigen of level higher than contrast according to an exception method — Dantzig et al. — [1 990 
and Biochim.Biophys.Acta 1027 : Choose a clone about the manifestation of an inflow peptide 
transporter using the approach indicated by 21 1-217]. Furthermore, the clone containing DNA which 
is carrying out the code of the inflow peptide transporter can be identified using the hybridization 
method using the probe based on the array number 1. 

[0048] The clone chosen in the example 2 example 1 was evaluated about incorporation of antibiotic 
cefalexin. Cefalexin is available from Eli Lilly and Company (Indianapolis, IN). CHO-K1 cell (per well - 
0.5 to 1x105 cells) by which transfection was carried out — above — Costar24- a well — it was 
made to increase for three days in a plate The R balanced salt solution (Gibco, Grand Island, NY) 
(Trans-EBSS) including 25mM HEPES and pH7.4 washed the complete growth cell, it incubated for 45 
minutes at 37 degrees C, and, subsequently suction removed Trans-EBSS. This cell was incubated 
under existence of ImM [14C] cefalexin among the R balanced salt solution (sodium non-**, 
Trans-EBSS) of sodium non-** including the 120mM choline chloride, 25mM MES, and pH6.0. Then, 
washed the cell by ice-cooling Trans-EBSS and pH7.4, it was made to dissolve in 0.2N NaOH. and 
the part was extracted for scintillation count measurement 

[0049] Typical transformer FEKUTANTO (clone 9) showed incorporation of high [14C] cefalexin more 
nearly intentionally than contrast. It was shown by next research that incorporation of the cefalexin 
of 1mM by this transformer FEKUTANTO is checked by the existence of 50mM(s) of Gly-L-Pro (GP) 
which is the dipeptide which competes with the incorporation by the inflow peptide transporter. By 
incubating a cell with 1mM [14C] cefalexin and GP t incorporation of the drug in typical transformer 
FEKUTANTO (clone 9) decreased to the level of a reference cell. Furthermore, transportation of ImM 
[14C] cefalexin by the reference cell was not checked by the Gly-L-Pro dipeptide. The result of 
these researches is shown in Table 2. 
[Table 2] 

table 2 [ ] A sample Incorporation of 14C-cefalexin (nmol/mg all cell protein) A clone 9 8.6**0.3 
Clone 9+GP 4.5**0.03 Contrast 3.3**0.6 Contrast +GP 4.7**0.4 [0050] 
[Layout Table] 

[0051] array number — die-length [ of one array ]: — mold [ of 832 arrays ]: — amino acid topology: 
— class [ of straight chain-like array ]: — protein array: — Met He Leu Gin Ala His Leu His Ser Leu 
Cys Leu Leu Met Leu 1 5 10 15 Tyr Leu Ala Thr Gly Tyr Gly Gin Glu Gly Lys Phe Ser Gly Pro 20 25 
30 Leu Lys Pro Met Thr Phe Ser lie Tyr Glu Gly Gin Glu Pro Ser 35 40 45 Gin He He Phe Gin Phe 
Lys Ala Asn Pro Pro Ala Val Thr Phe 50 55 60 Glu Leu Thr GlyGlu Thr Asp Asn He Phe Val He Glu 
Arg Glu 65 70 75 Gly Leu Leu TyrTyr Asn Arg Ala Leu Asp Arg Glu Thr Arg Ser 80 85 90 Thr His Asn 
LeuGIn Val Ala Ala Leu Asp Ala Asn Gly He He 95 100105 Val Glu Gly Pro Val Pro He Thr He Glu 
ValLys Asp He Asn 1 10 1 15 120 Asp Asn Arg Pro Thr Phe Leu Gin Ser Lys Tyr Glu Gly Ser Val 125 
130 135 Arg Gin Asn Ser Arg Pro Gly Lys Pro Phe Leu Tyr Val Asn Ala 140 145 150 Thr Asp Leu 
Asp Asp Pro Ala Thr Pro Asn Gly Gin Leu Tyr Tyr 155 160 165 Gin He Val He Gin Leu Pro Met He 
Asn Asn Val Met Tyr Phe 170 175 180 Gin He Asn Asn Lys Thr Gly Ala He Ser Leu Thr Arg Glu Gly 
185 190 195 Ser Gin GluLeu Asn Pro Ala Lys Asn Pro Ser Tyr Asn Leu Val 200 205 210 He SerVal 
Lys Asp Met Gly Gly Gin Ser Glu Asn Ser Phe Ser 215 220 225 Asp Thr Thr Ser Val Asp He He Val 
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Thr Glu Asn lie Trp Lys 230 235 240 Ala Pro Lys Pro Val Glu Met Val Glu Asn Ser Thr Asp Pro His 
245 250 255 Pro He Lys He Thr Gin Val Arg Trp Asn Asp Pro Gly Ala Gin 260 265 270 Tyr Ser Leu 
Val Asp Lys Glu Lys LeuPro Arg Phe Pro Phe Ser 275 280 285 lie Asp GlnGlu Gly Asp 
lle-Tyr-Val-Thr-GIn Pro Leu Asp Arg 290 295 300Glu Glu Lys Asp Ala-Tyr-Val-Phe-Tyr Ala Val Ala 
Lys Asp-Glu 305 310 315Tyr Gly Lys Pro Leu-Ser-Tyr-Pro-LeuGlu lie His Val Lys Val 320 325330 
Lys Asp lie Asn Asp Asn Pro Pro Thr Cys Pro Ser Pro Val Thr 335 340 345 Val Phe Glu Val Gin Glu 
Asn Glu Arg Leu Gly Asn Ser lie Gly 350 355 360 Thr Leu Thr Ala His Asp Arg Asp Glu Glu Asn Thr 
Ala Asn Ser 365370 375 Phe Leu Asn Tyr Arg He Val Glu Gin Thr Pro Lys Leu Pro Met 380 385 390 
Asp Gly Leu Phe Leu He Gin ThrTyr Ala Gly Met Leu Gin Leu 395 400 405 AlaLys Gin Ser Leu Lys 
Lys Gin Asp Thr Pro Gin Tyr Asn Leu 410 415 420 Thr He Glu Val Ser Asp Lys Asp Phe Lys Thr Leu 
Cys Phe Val 425 430 435 Gin lie Asn VallleAsp He Asn Asp Gin He Pro He Phe Glu 440 445 450 Lys 
Ser Asp Tyr Gly Asn Leu Thr Leu Ala Glu Asp Thr Asn lie 455 460 465 Gly Ser Thr He LeuThr lie Gin 
Ala Thr Asp Ala Asp Glu Pro 470 475 480 Phe Thr Gly Ser SerLys He Leu Tyr His He He Lys Gly Asp 
485 490 495 Ser Glu Gly Arg LeuGly Val Asp Thr Asp Pro His Thr Asn Thr 500 505 510 Gly Tyr Val 
He IleLys Lys Pro Leu Asp Phe Glu Thr Ala Ala 515 520 525 Val Ser Asn He Val Phe Lys Ala Glu Asn 
Pro Glu Pro Leu Val 530 535 540 Phe Gly Val Lys TyrAsn Ala Ser Ser Phe Ala Lys Phe Thr Leu 545 
550 555 He Val Thr Asp Val Asn Glu Ala Pro Gin Phe Ser Gin His Val 560 565 570 Phe Gin Ala Lys 
Val Ser Glu Asp Val Ala He Gly Thr Lys Val 575 580 585 Gly Asn Val Thr AlaLys Asp Pro Glu Gly Leu 
Asp He Ser Tyr 590 595 600 Ser-Leu-Arg-Gly-Asp Thr Arg Gly Trp Leu-Lys-Ile-Asp-His-Val 605 
610 615Thr Gly Glu He Phe-Ser-Val-Ala-Pro Leu Asp Arg Glu Ala-Gly 620 625 630Ser Pro Tyr A rg 
Val Glh Val Val Ala Thr Glu Val Gly Gly Ser 635 640645 Ser Leu Ser Ser Val Ser Glu Phe His Leu He 
Leu Met Asp Val 650 655 660 Asn Asp Asn Pro Pro Arg Leu Ala Lys Asp Tyr Thr Gly Leu Phe 665 
670675 Phe Cys His Pro Leu Ser Ala Pro Gly Ser Leu He Phe Glu Ala 680 685 690 Thr Asp Asp Asp 
Gin His Leu Phe Arg Gly Pro His Phe Thr Phe 695 700 705 Ser Leu Gly Ser Gly Ser Leu Gin Asn Asp 
Trp Glu Val Ser Lys 710 715 720 He Asn Gly Thr His Ala Arg Leu Ser Thr Arg His Thr Asp Phe 725 
730 735 Glu Glu Arg Ala Tyr Val Val Leu IleArg lie Asn Asp Gly Gly 740 745750 Arg Pro Pro Leu Glu 
Glylle Val Ser Leu Pro Val Thr Phe Cys 755 760 765 Ser Cys Val Glu Gly Ser Cys Phe Arg Pro Ala 
Gly His Gin Thr 770 775 780 Gly He Pro Thr Val Gly Met Ala Val Gly He Leu Leu Thr Thr 785 790 795 
Leu Leu Val He Gly He He Leu Ala Val Val Phe He Arg He 800 805 810 Lys Lys Asp Lys Gly Lys Asp 
Asn Val Glu Ser Ala Gin Ala Ser 815 820 825 Glu Val Lys Pro Leu Arg Ser 830 832 [0052] array 
number — die-length [ of two arrays ]: — mold [ of 2499 arrays ]: — number [ of nucleic-acid 
chains ]: — double strand topology: — class [ of straight chain-like array ]: — DNA array: — 
ATGATACTTC AGGCCCATCT TCACTCCCTG TGTCTTCTTA TGCTTTATTT 50 GGCAACTGGA 
TATGGCCAAG AGGGGAAGTT TAGTGGACCC CTGAAACCCA 100 TGACATTTTC TATTTATGAA 
GGCCAAGAAC CGAGTCAAAT TATATTCCAG 150 TTTAAGGCCA ATCCTCCTGC TGTGACTTTT 
GAACTAACTG GGGAGACAGA 200 CAACATATTT GTGATAGAAC GGGAGGGACT TCTGTATTAC 
AACAGAGCCT 250 TGGACAGGGA AACAAGATCT ACTCACAATC TCCAGGTTGC AGCCCTGGAC 
300 GCTAATGGAA TTATAGTGGA GGGTCCAGTC CCTATCACCA TAGAAGTGAA350 
GGACATCAAC GACAATCGAC CCACGTTTCT CCAGTCAAAG TACGAAGGCT 400CAGTAAGGCA 
GAACTCTCGC-CCAGGAAAGC-CCTTCTTGTA-TGTCAATGCC 450ACAGACCTGG 
ATGATCCGGC-CACTCCCAAT-GGCCAGCTTT-ATTACCAGAT 500TGTCATCCAG 
CTTCCCATGA-TCAACAATGT-CATGTACTTT-CAGATCAACA 550ACAAAACGGG AGCCATCTCT 
CTTACCCGAG-AGGGATCTCA GGAATTGAAT 600CCTGCTAAGA ATCCTTCCTA TAATCTGGTG 
ATCTCAGTGA AGGACATGGG650 AGGCCAGAGT GAGAATTCCT TCAGTGATAC CACATCTGTG 
GATATCATAG 700 TGACAGAGAA TATTTGGAAA GCACCAAAAC CTGTGGAGAT GGTGGAAAAC 
750 TCAACTGATC CTCACCCCAT CAAAATCACT CAGGTGCGGT GGAATGATCC 800 
CGGTGCACAA TATTCCTTAG TTGACAAAGA GAAGCTGCCA AGATTCCCAT 850 TTTCAATTGA 
CCAGGAAGGA GATATTTACG TGACTCAGCC CTTGGACCGA 900G AAG AAAAG G ATGCATATGT 
I I I I IATGCA GTTGCAAAGG ATGAGTACGG950 AAAACCACTT TCATATCCGC TGGAAATTCA 
TGTAAAAGTT AAAGATATTA 1000 ATGATAATCC ACCTACATGT CCGTCACCAG TAACCGTATT 
TGAGGTCCAG 1050 GAGAATGAAC GACTGGGTAA CAGTATCGGG ACCCTTACTG CACATGACAG 
1 100 GGATGAAGAA AATACTGCCA ACAGTTTTCT AAACTACAGG ATTGTGGAGC 1 150 
AAACTCCCAA ACTTCCCATG GATGGACTCT TCCTAATCCA AACCTATGCT 1 200GGAATGTTAC 
AGTTAGCTAA ACAGTCCTTG AAGAAGCAAG ATACTCCTCA1 250 GTACAACTTA ACGATAGAGG 
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TGTCTGACAA AGATTTCAAG ACCCTTTGTT 1300 TTGTGCAAAT CAACGTTATT GATATCAATG 
ATCAGATCCC CATCTTTGAA 1350 AAATCAGATT ATGGAAACCT GACTCTTGCT GAAGACACAA 
ACATTGGGTC 1400 CACCATCTTA ACCATCCAGG CCACTGATGC TGATGAGCCA TTTACTGGGA 
1450 GTTCTAAAAT TCTGTATCAT ATCATAAAGG GAGACAGTGA GGGACGCCTG 
1 500GGGGTTGACA CAGATCCCCA TACCAACACC GGATATGTCA TAATTAAAAA 1 550 
GCCTCTTGAT TTTGAAACAG CAGCTGTTTC CAACATTGTG TTCAAAGCAG 1600 AAAATCCTGA 
GCCTCTAGTG TTTGGTGTGA AGTACAATGC AAGTTCTTTT 1650 GCCAAGTTCA CGCTTATTGT 
GACAGATGTG AATGAAGCAC CTCAATTTTC 1700 CCAACACGTA TTCCAAGCGA AAGTCAGTGA 
GGATGTAGCT ATAGGCACTA 1750 AAGTGGGCAA TGTGACTGCC AAGGATCCAG AAGGTCTGGA 
CATAAGCTAT 1 800TCACTGAGGG GAGACACAAG AGGTTGGCTT AAAATTGACC 
ACGTGACTGG1 850 TGAGATCTTT AGTGTGGCTC CATTGGACAG AGAAGCCGGA AGTCCATATC 
1900 GGGTACAAGT GGTGGCCACA GAAGTAGGGG GGTCTTCCTT AAGCTCTGTG 1950 
TCAGAGTTCC ACCTGATCCT TATGGATGTG AATGACAACC CTCCCAGGCT 2000 AGCCAAGGAC 
TACACGGGCT TGTTCTTCTG CCATCCCCTC AGTGCACCTG 2050 GAAGTCTCAT TTTCGAGGCT 
ACTGATGATG ATCAGCACTT ATTTCGGGGT 2100CCCCATTTTA CATTTTCCCT CGGCAGTGGA 
AGCTTACAAA ACGACTGGGA21 50 AGTTTCCAAA ATCAATGGTA CTCATGCCCG ACTGTCTACC 
AGGCACACAG 2200 ACTTTGAGGA GAGGGCGTAT GTCGTCTTGA TCCGCATCAA TGATGGGGGT 
2250CGGCCACCCT TGGAAGG CAT-TGTTTCTTTA-CCAGTTACAT-TCTGCAGTTG 
2300TGTGGAAGGA AGTTGTTTCC-GGCCAGCAGG-TCACCAGACT-GGGATACCCA 
2350CTGTGGGCAT GGCAGTTGGT-ATACTGCTGA-CCACCCTTCT-GGTGATTGGT 
2400ATAATTTTAGCAGTTGTGTT-TATCCGCATA-AAGAAGGATA-AAGGCAAAGA 
2450TAATGTTGAA AGTGCTCAAG CATCTGAAGT CAAACCTCTG AGAAGCTGA 2499 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2. **** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 



DESCRIPTION OF DRAWINGS 



[Brief Description of the Drawings] 

rDrawing 11 They are the restriction enzyme part of a plasmid pPSJ179, and the mimetic diagram of a 
functional map. 

[Drawing 21 They are the restriction enzyme part of a plasmid pPSJ189, and the mimetic diagram of a 
functional map. 
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[#lfM:£OfSB3 

[»«9l] k:h^^?*FgSf*Stt*3-Fl, 
TV* D N AEfltSt;**!* nfc D N Affc^m, 
CW#S2] Eftlft* 1 ©75/K»gE5!l**r*3 

* f ltv* dn Ammztsnxm i 

icEttomjtsnfc d n Afc^&o 

fcE«o*«*nfc D N A <tG®). 

[Bt#»43 Bl^l. 2Sfttt3KE«ODNAE 
JWfcStrfflgW.DNA'-***-,, 10 
[»*3S5] tt#«4»CE«©«»*.DNA^**- 

(1) UT©(a)fc±tf(b)*StJ£ift*DNAB3Hi> 

SttfbEJiJ ; teotif (b) K^nt-i'-te.ttfHgRS 
ttffcEJiJfr * <fc o £KS Lfc h ftA'W F 
IftaSttJStt*-:!- H LTV* D N AE5IJ : 20 

(2) !8(i)lcl3VT#RE»*nfcBfcj&«iS*l:l- 

*. 

rasa 7 3 ^±ffl)satft9*®4icEe<offi»iDN 

So 

(a) k h «VW FHHHtigttoail« fe fc 

»ADNAfss^»*--p»KE»*nrcMiai:e^ « 

;*LT (b) EHIB*'\<DE<tSto<DH 

So 

C000 1] 

[«a±OfiJffl#»3 *8Wti, aJM.?**^** 
BKJWT TDNAJ WOtimcWtZo 7n 

f >-m&<D9W7i- pasta* vat rax*? « 

*VWMkl )JStt*3-FUTV^DNA*^trlWi 
«nfcDNA{t^4l*S«-rS. g&*.DNA 

***-**tfa-i=an*a«+*. 

[0002] 

[«e*©aa3 «umiBic«^T. ^7*Fttv><o 
ns. aaaic. ~<7?-F«>anA'\QaA*a9aa 

%aBK*lcaaU -f*V23E*iitTx*;l/^-ia eo 



54*. c net I*, *<oa«j«««j4&tfca5*tt 

*W Ffcfi&Sf* P -8*>/<**#33;ft* lEndic 
otttS^I/Ling. 1989. Annu.Rev.B iochem. 58:137-171; 
ShantaB. 1992. J.Biol.Chea. 267: 5731-5734], 

[00033 *«w«> im^rz\Aim>m^oi^f 
o^y^Fiiastttt, sffls, mu aasjtfffay 

yy-ix»Ctta-rS[Canapathy^ , 1991, Indian J. Bio 
chem.Biophys. 28: 317-323 ;Skop ick i6 , 1991, Aa.J.P 
hysiol. 261: F670-F678; GanaopathyG . 1981. J. Bio 
l.Chem. 256: 118-124; Bird*J<fctf Lloyd, 1990. Bioch 
im.Biophys.Acta 1024 : 267-270], 

Co oo 4] iig, ax*r*paa*ttis«©±*a 

f, fefcOttlTaaSfU S6ICimilt*B. #* 

tffTfeftTVS[Ganapathyi3«ttfleibach. 1991. Curr. 
Biol. 3: 695-701; Said5. 1988. Biochim .Biophys .Ac 
ta 941: 232-240; Kramer £> , 1988, B ioch in .B iophys .A 
eta 939: 167-172; ColongeG. 1990. Am J .Physiol . 2 
59: C775-G780; ShimadafeotlfHoshi. 1986. JpnJ.Phy 
siol. 36: 451-465; MatthewsfcJ:tfBurston . 1984. CI 
inical Sci.. 67 : 541-549] 0 /hSft^^f- F(5?fe±tf 

liPT>*+7 L V-»S:»»*(ACE)ISSF 
<M, **tf«PU->«tF*«**tr*<©aMa 

?n*[Ganapathyfe*t/Leibach. 1991, Curr .Biol. 3: 
695-701; OkanoG . 1986. J. Biol. Chan. 261: 14130-1 
4134; Nakashiaa€>, 1984, B iocheo .Pharn . 33: 3345-3 
352; Muranushi&. 1989. Pharn .Res. 6: 308-312; Fri 
edmanfc«ktfAmtdon. 1989, Pharn .Res. 6: 1043-1047; 
FriedmanfeottfAnidon, 1990. J .Contro 1 .Re 1 . 13: 141 
-146; Kramer .1991 . 17th International Congress of 
Chemotherapy. June 23-28. Berlin. F.R.C., Abstract 
No. 1415]. 

[0 0 0 5] SU/WFHiJHW*. 0-7**Afc«k 
XS A C EH&ttX**&&«aagPKftaftiRlcft^ 
T*ffi<D8*J;&*fc-ro M^fc 27ffl<D/J— 

mn<o?%, aiA^rf-Fiftas^ttkFtte^rgp 
wickir* t> © i: * 5 ©*KS'J-r s c t a< 

7?€fc[Tabas^ . 1991, 31st Intersc lence Conference 
on Antinicrobial Agents and Chemotherapy Abstract 

No. 164], *6ic, mx^t* m&mt$ < ©gp 



(3) 



^¥6-2 6 1 76 1 



3 

*[Dantzig5. 1992. Biochim .Biophys .Acta 1112: 167 
-173; DantzigG , 1992, 32nd Interscience Conferenc 
e on Antimicrobial Agents and Chemotherapy, Anahei 
m. CA. Abstract No. 1460 ; Snyder 6 . 1992. 32nd Inte 
rscience Conference on Antimicrobial Agents and Ch 
emotherapy Abstract No. 1461 ; Okano€> , 1986, J. Bio 

1. Chem. 261:14130-14134], mX^f- F82S<*©HEfc 

toKTifoA c Emmmnmthzfrzm 

t SHttOBf^fffetlTf-S [Friedman* <£ Am idon , 
1989, Pharm .Res .6:1043-1047]. 
[0006] SfiA'W F82£<*«\ t h U f AflcS 

8gL( r^Dhv-flc#14j ). £H*fiBISttlc&SE* 

5>[Hoshi. 1986. Ion Gradient-Coupled Transport. IN 
SERII symposium No .26. Editors: F.Alvarado$5<ttfC . 

H. van 0s, Elsevier Science Publishers; CanapathytJ 
<J:rfLeibach, 1991. Curr .Opinion Cell Biol. 3:695-7 
01; Canapathyfj , 1991. Indian J .Biochen .Biophys . 2 
8: 317-323]. ^^7^F»i3fc©£jmjittH:^< 

lMclTfc^lcMHLTt'«J:*'7£«[In«i6. 199 

2. J. Pharmacol. Exp .Thera. 260: 482-486; Ganapathy 
fe<fct/Leibach, 1983. J.Biol.Chem. 258: 14189-1419 
2; Yasumoto&JctfSugiyama. 1980. Agr ic .Biol. Chen . 
44: 1339-1344; Nakash ima . 1984. B iochem .Pharmaco 

I. 33 : 3345-3352 ; Okanofi . 1986. B iochem .Pharmaco 
1. 35: 1781-17861. F8Btt©fc£»tott 

WMtoiiakSSttottMOBWjWfbtu 8£k:,&S 
*VKOfr©*jfi6M$«*«(WW«nTV^[Bal6 . 199 
1. Pharm .Res. 8 : 593-599; Snyder 6 . 1992, 32nd Int 
e rscience Conferenceon Antimicrobial Agents and Ch 
emotherapy, Oct. 11-14, Anaheim. CA. Abstract No.l 
461], 

[0007] avwFUiiHMStttt, m?o\>-z 
612 7 .o o o?)\<Yy<n&*v/<>>r%.k.Lxnt.t 

flTVS [Kramer. 1987, B lochia .Biophys .Acta 905:65 
-74; Kramer?., 1988, B iochem .PBarmaco 1 . 37 : 247-24 

35]. u*v-.itWcfi^Lft9*4m»HraNta 

*©«» 1 2 7 .0 Q01tArYy*yt\9m& 
«tr/!4j3Sgtt*4*ft[Kramer6 . 1990, Biochim.Biooh 
vs.Acta 1030: 50-59], WXmX*-?* Ptt8fttt« 
Xenopus laevisFPSWSa^lCtBfl6WCRS?tlTl'>5 [U 
iyamoto£. 1991. J.Biol.Chem. 266: 4742-4745], L 



*ft*81C»LT*««fSftT^ftl\ 
[0 0 0 8] ttVW FMaBW)*a-zyytt, C 

* 5 e y f- * \& < ©88a# ureas um* 

KTfcS, 8«©1S n JW©aRiT©lltt©8P/Vr*7'< 
«Ji&lclM**f*;Wc*v^TliPA^*7'«'f7try^w 

10 KOt,>T?F<ffiSft3. C©IgttiT<'>«©{fc£%©iI 

«. 8p;w*7<^5eyr**ii»s-f *£*£*■© 
*m*&jiu H«Tfco, imw***. se.ic, » 

Wef»>Wc«v^TA<*iR«n*#l: He J: OWMrft 
&Wb£to©#<©flltf**. C©«E*©7 

«£-r*/c46ic, m&mm&BtzftT^s. 

20 [0009] 

■MWVW F8iS<*iStt*=>- F LTV* D N AE 
W**tHM.*ftfcDNAfl:*». WISK>»W/W 
FlftjKttEttfcn- FLTV*8»*.DN ABB**?* 
-» feitfCtlSOaaitDNARS^f^-TJBlME 

»*tifc«±«ifi%8«f*to-p**. ene.©i§» 

*DN AlifW*-43J:^£aBliKA'<7?- F8 

8*8ttWT©lS*»&ft* : 
30 (1) UT0(a)*J:CF(b)*$tr&lM.DNAK3'<» 

(a) Kffi±8B*?g| B rS7a«--*-«j;tfHR 
BttflSSU : fc-fctf (b) &7n*-*-;fe JtfHRS 

*-F8aH*Stt*3-FLTV*DNAEM : 
(2) IS(l)le*t>T#WEaSttfcRS±8B*«EX 

[0010] t McfeitsaftospwftKifflBrsBtt* 

40 £55. <:©§«©£*£, «A^f-F8 
2£(*tcj;*. t hfcfett*E8ft:£ft©8Q«ffli>r8tt 

8OIOO88U:, UTQX8*&tt«88lCJ:Si1:ft 

(a) RWUHOX^yf - F82&fcStt©«8* fcfc 6* 
ffl»*DNA5B»^>-T»Kejl**\ft8Bi:Klk 
fMb*8MS«;« LX (b) K8B«t"\©Rft^tt© 

[0 0 11] *£HOcnS988&J:Cf*gH®DN 
m AE5tJ©/s-<ry^-i-lf-5/3V^n-rttT©is6ffl 
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[0012] 

m 

3- FftJBd : aeffr6»S«n«*>/^W07 5 
DH F R : ft: HDJWUy**— 

ae? : ae? &fo*585i*-e*<i: 5 caEtftypt w 

HRSttffSEM, a-HftlSH, *5*tf 3 n 
HESItSCDNA-tefjiVh. 
«A/WF<iaHHStt : rteWAttOTn h V4JE© 

fterftttopH-aaEdP*. aiB*ftttia/j>iiaortfli* 

7>F), ia41*H(H*.tf. *77U*S»). SP7 
>'**yyS'>WWWl8(ACE)B«»fl> fe<fctraQ 

«ftisfl:*ftoffta%&bir*-« c 1 1 * t>stt*»jer 

SC 

7d*-*- : DNAOe?*Jg^*ftttBfl»***D 
NAEJiJo 

«&#*fr5*&«>*DNA*«T*»K 7*5*5 F* 

«r*«*ftfcwg«tti\ #ywF*fcfiRNA* 

3- Kt 5 D N A -ty/ V V *§1B2*« J: 3 K&a U 
fc7D*-*-fe£tffffi©HBBE5iJ*Str. 
ffl»*DNAE5<J: DNA4«V>fcfi±»fi(**IKWL so 
ft«6»SDNAEflr?ft?T« SfiESfcttSBtf 
£i£2nfcDNAE5iJ%Str. 

WH75y^vh : i zrcittnutmmmnm 

K.H 9£Dfcfc&t*58ttD N A#?. 
HKJSttfbEW : »R N A'v.fcfe^nfcfcSfcmR N A 
©* y^H'MDHrcfcffiii-fSgaiBD N AE9J. 
*Wtffl»«f'1?fflf^T©.5f * Utf- FfcJ:tf 7 5 / K 
^Bfttfi&tfSK J; 0 3 7 C .F .R . § 1 . 
8 2 2(b)(l 9 9 2)te^n5*3teK«>&nT^* 

&©"I?&£o 40 

[00 1 3] g ffl©Bffl 

5. «iH^©ffi8uflBttat.<D-?H:&v\, uh±ic 

#fc**Cfcjt><fc*. 0 1 tt75XS FpP S J 1 7 9 
©8?JB8M5«<ftfcJ:tfBf£*IS0-p£S„ 021*757,5 
FpP S J 1 8 9<DmMBmtRVL**Zf9l®m-Clb 

£. 

[0 0 141 N 



*Btili* WLBmX'<^K(iai(«Stt*3-FtT 
v"»SD N AE?IJ*dtrJIMi«nftDN A<t£*4l*li0tt- 
«. BT/W FB&<*©7 = yBE^iiEJUS*, E 
W«W 1 LT^to m\*1* FBB**3- F LT 
Ir'SDNAEHUEaOPP, E?J#*f 2 i: t,T*f 0 
[0 0 15] l&«*«>*B®ttKli:J:!K E*l*9l 
*3- KT«B< ©SfcS D N A E5»J*«»* * C 
me£SCfc«£a*liBJ6«T*%*. E?JS^2 
K*t)^«n*DNAE5lJtt, B<«fflIlftKV<7? 
FBB#3- KfiJBUO 5 5 ©I* A>© 1 o-efc*. fto 
T, *aWO»SU^DNA{k^ft, tfB 

[0 0 16] «A"«^f-F*ttS«*<!)EWOTBJIkftofc 

*. **K2©»«©«S!¥JjSH!:feffi3£*ftfc^. *K 
HODNAESK*. DNA^figji, cDNA^D-Z> 
* y/A*D-i>y, fflBBB6(PC 
R)8> *fcttcn&©77a-?-©ffl£fetf*Strv> 
<?A>o«sicj:onn-«c cne©* 

ITttOA&U, Maniatis&[ r^f^D-^:/? : H 
j.7;l/J . Cold Spring Harbor Press. ColdSpr 
ing Harbor Laboratory, Cold Spring Harbor, New Yor 
k (1989)]*fcliF.U.Ausbel£{ I"#?:gy4#©«jfi©7 
Dha-;Wj. i989]K*»>M*snTvV&. CftbWfi 

omxmtimt, *w«B©-a5*«ja-r«fc©i: 
tz. 

[0017] *«wodnae?j«, mfsaauTA* 

NAE5iJ*«ia-rsCfcA'1?tSo ft£fcfflK?4lfcD 
N A«»7d 7 *«av>sa& y y» F U xXr;Mtfc 
*0DNAE5>J*^*-rSCi:*<T*4. COJ:3ft^ 
fiStttt» HKWtItakuraC,[l977. Science 198: 105 
6], Crea6lProcJatlAcad.Sci.U.S.A. 75: 575] fe* 
tfHarang6[1980, Methods in Enzymology 68: 90]©£ 

T, ABS 380A DN A fV-fetf'f If- (Applied B 
iosys terns, 850 Lincobi Centre Drive. Foster City, 
a 94404)^if©eK)ffc^fiSgB«rffl^TDNAE51J* 
tWCtZo S/fc, DNAEM«sK'jy9- 

H1flTS^4.8O0.l59feJ:r/4.683.Z02. tUclflMNfUPF 
^MS^0258017(1987^3flze^Bfl)*#Sa. 

[0018] ~mtii.v®ia£i$.<oriiib<Diimt&<9ii 

*„ ffJ^lfv StewartS<fctfYoung[Solid Phase Synthes 
is 2nd edition. Pierce Chemical Company. 1984) ; Ta 
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m6[1983. J. Am .Chen .Assoc. 105: 6442) :fcJ:tfMerrif 
ielde>[1982. Biochemistry 21 : 5020]%$!$. 

[0019] mmomx^i-m&im&zz-v 

K, 77X5 F\ M^f'Jt7r-^ /ttaci'M* 
Xfe J: tf ■M/l/XfcSttlf < <om%*<9 *-*fflv>* 

i ott, a#*«suisc fc*j:tfis±aiBa* 

*«Ulf©DN ABflteJ; 0 3-FStt*R§?lS©aitV* 
7> Ftm-&t*gtt*85i£-li#Sfigi*. D N Afcg^* 

SL 5 •-#HK6I8, 3- FfcEJiJ, 3 --#HMI 

5t*RiT*fflft'<i'*-a:, Escherichia co lite* 

E .coli»Ci5VT77XS KDNA*W«f*C 

[0 0 2 0] *»WOSSfriS4D NAE?iJ*«S« ■tfSfc 

aCfcfcfcBLTVfcK ManiatlsSt M 

?ta-^>? : m^-JiTivj mc&mmvi 

¥©«>fi©7n F3-;l/j[16.3-17 .44 (1989) J K * »)Bfl 
^2tlTV>5,, *fc, SaccharomycestC*}ttS%3Sj4li 
r»?4^0Ja3fiO^P r3-;l/J(1989)KBfi*SftT 

[002 1] *^£ffi©IB£teffi*SfcaLfc'^* 
— iClts pNH^*-(StratageneInc.. 11099 N. Tor 
rey Pines Rd.. LaJolla. CA 92037), pET"*7i»-(N 
ovogen Inc.. 565 Science Dr.. Madison WI 53711)1} 
J;tfpG EX"*7£— (Pharmacia LKB Biotechnology In 
c. Piscataway. NJ 08854)*£(DIiy£1±'<**-a>£ 

tt, ^**-pRc/CMV, pRc/R S VfcitfpREP 
(Invitrogen. 11588 Sorrento Valley Rd., San Diego, 
CA 92121) : pV L 1 3 9 2, pV L 1 3 9 3, Sfcttp 
AC 3 6 0(Iiwitrogen)fc£©M*an7-i';l/X'<££ 
- : Y R P 1 7, Y I P 5 l5J:tfY E P 2 4 (Hew Engla 
nd Biolabs. Beverly. MA)4H<DBS^^?-, 
KpR S 4 0 343<fctfpR S 4 1 3 (Stratagene Inc.)* 
<fctfpH I L-D 1 (Phillips Petroleum Co., Bartlesv 
ille. OK 74004)4iTOPicchia^^i'-^#«n*„ 

[0022] *%m<D%m'<*i<-ia3^xmmtzrz 

^T«fS&Wfc7o*-*-K:li\ v^h- X(lac)ISJSI 
g*, WJ*7r-: ^7i»^(pL)KWil*, 77 



g/-XlNHHR. hU7F77V(trp)W»PB*, /< 
**y*77-S>T7lWH8IL Wyctl6^^7 

y»F*«M*i*. xfc»Btefcv*T«i£tt-p;&s7n 

t-^-ICttEpstein Barr7'f';l/X7n*-£-, 7f 
/S'Ol^O*-*-, SV4 07O*-*-, 57 
X^H7f;l/X7a ; e-f-, IMMtfaSf^X, 
AcMNPV$ffitt7o*-*-&H<D/<*:ro7-l'rt' 
X7n*-*-, 7;U3-;V**->^— »f7n€— if- 
fc£©Picchia7n*-*-, gal4S§illtt7D*-*- 
10 *5J:I/PGK«fi)i1t7Dt-^-*i5©Saccharomyces 

7cnr-*-*<atn5. 

[0 0 2 3] ?C.1C, *£0J©'<7i»-U:, Jg«e»S 
n*?i±lfflB©a£*Sa KT* £ »©&» v-X> -© 

-ic»i, issssgtt, an&»te, zrz&m£3i®<Dm. 

[0 0 2 4] HKLacatf/W Ftt2S(*?£tt%3- F 
LTl>5DNAE?J*^**-<P»C*?ALfc&K, *© 

20 *«, mn, aaawcitt *fei!i!©DNA*stf<?* 
ssi&£fo* , &#sn*. mmmn.*zmzvh?>z 

7x^'>3><0^tt^»»T^fl]-pJ&») < Uaniatisfc 
(1989)Sfcttr^4^<0«jfiO7D F3-;l/J (1989) 

4ifo-fiw*^ss:itt'r'Kmv^£-rc £*<•?* «. 
[0025] *mtt&&<ois&m\cftt>!>mK:m 

A L5S8i2tf*i: £*<?**. *»H©JBR*s»*ftfc 
«±«Btt. 7"n*-*-©Si», »«IE»tt©aiR3: 

[0026] #jg©ii±ifflis©as?tf, *8E©siiv* 

7* KMaWStt- 3- F(bD N Aft:£1fe*9Hl£e« 

*5sgb©^* *-©£±«iis's©&a©»ic, mmm 
« *. coaaaftfeaaat*. bsh**-±ics«* 

[0 0 2 7] aS&SililSlCtt, fiUtfEscherichla 
colifeJtfBacillus subtilisft£©IS«tffllB ! *W 
r.-XMAX*-|8«ffliaC H O - D H F R • [American 

Type Culture Collect ion (ATCC) . 12301 Park lawn Dri 
ve. Rockville. Maryland 20852-1776** ^SKS^ATCC 

CRL-9096©TtX^SJSI], f-*"T-^-XAAX?-W 
MffliaCHO-K 1 (ATCC CCL-61), V;7>«W> 
-»SSA V 1 2 (ATCC CRL 1573), fc F U V/^C C R 
so F - C E M*BB8, t F ^g^HlfflB, 7^ IVRffiB (LLC 
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-PK. . atcc aioDfe^t/nFR, tfiwis 

&&<DiatS.itZ<D2tMlRg£ I Saccharooyces cerev is iae 
&£tfPicchia pastor is%#tr»9fiaBS ; Spodoptera f 
rugiperda Sf9(ATCC CRL 1711)420773 F 
BSfcStrS&ffllS I Aspergillusffl%#tf®SaBfla^# 

[0 0 2 8] m©fiBBS»J:l/a«)ffliafcfetfa«|gtt, 
Man lat is 6 (1989) * J: If Rau finann [rife? I^fflgSfc 
J:t£&ftj. J.R.Setlowffl. Plenum Press 9: 155, (198 
8)]klJ:»)Pfl^nT^5. #e®J8gittBarr6 [ rjf# 
<Djtfi?X^J. ButterworthS. Boston 1989]»c<t DBS 
*SniV*. g£fiB8Sfc}5tfS3?S!(4Maeda[1989.rM 
£¥©¥«U. 34: 351]fC<t»)RI^SnT^. 

[0 0 2 9] EJiJS^2»CJ:>)^?nSDNAia?iJtt, 
C aco- 2 << V ©m R N A SMli UicD N A * 



10 

n-v*>&^Co Caco-2-fc;l/5YVtt, WLK^f- 

t h£ffl&fc*;U5^VT£*[Dantzigi5 < i:tfBergin, 
1990, Biochim.Btophys.Acta 1027: 211-217; Dantzig 
<b . 1992. B loch in. Biophys. Acta 1112: 167-173]o Ca 
co- 2ffl§St4A T C Cfr&SKS€ATCC HTB370TteA 

[0 0 3 0] *SW©{fl^£i'-*Escherichia coli 
RR 1 SfcttE .coli DH5 aWSS*te«AU North 
io ern Regional Research Laboratories (NRRL) (Peoria. I 

llinois 61604)»C1993¥l^2lBt«KUT*«W4l? 

K«*to3W»s/ 3 ><D-8Bi:Lfco #5£©ia««H3J: 

tf£KS<t*$ 1 C*T. 
[«11 



ill SftSf 

E .coli K 1 2 DH5a/pPSJ179 NRRL B-21041 
E.coli K 1 2 RR 1/dPS J 1 89 NRRL B-2 10 4 2 



[0 0 3 1] JttM*A*U tti*K,i:»)75X5F* 
WL*»LV<7f-FliaK**«£S 
**fc*fcc©^9XS P*BX8±M>MIA.r« 

[0 0 3 2] 75X5 FpP S J 1 7 9tt**A<W8 5 
0 0 fflSWTfc ») , C aco- 2 MBASOttA'W F 
«3S«*3-KLT^5DNA**frr4. 79X3 F 
P PS J 1 7 914, SLVWFKiSfc-s-FfcDN 
Afc£tr3 .4kb Xbal-HindHI cD N A#JfESMR7 

R S V (Invitrogen) 4> K * D-Z> 9+& C fc t 4: *} ft 

aPffi^LTVS^e, 3 .4Kb XbaI-HindIH75 

75X5 FpP S J 1 7 9tts Escherichia c 
0li(cte^*a^fc46O7ytfi/'J>fflttJte^ x 

4:tf5'7XfcH'7-i A/X(R S V)7o*-*-A>688t 

5. 75X5 FpP s j 1 7 9<oMfmmt3*vtom * 

BJ48s#®0 1 tc^-To 

[0 0 3 3] 75X5 FpP S J 1 8 9 t>£fc*5gmj0 
"<**-©W?fc*. 75X5 FpP S J 8 9tttt 1 2 . 
2+afflS<D^*S-p*5. 75X5 FpP S J 1 8 9 
tt, T^XSFpHDOtfWSnfcggtt'Pfci'n-;/ 
<bSnfc»LV<7* FWaS»-3~ F(bDN Afc^tr 
3 . 4 ^nSSWOKjn I - See I MIB79^ V h* 
Sfc-fS. 75X5FpHDtt, mX^Ztl- FtfiXtta 
- FfkDN A *£A,TVS 3 . 4 ^DSSflOKfin I - 
l£elSJfB75y^>h©i'n-^>'^@:ak:-r«fc so 



tb<DMmm<&ttti±?mLtt B 75x5 f p h 

D (40!*H1$R^MS€O245949(l987¥llfl 19H4iM) , P 
ICM^SftTV*. 75X5 FpP S J 1 8 9(4, Esche 

richia coiitfe^sa^o/tfeorvei/uvHtta 
e?, xsaaii!gjc*^sa«<Dft*!)coM', 7Dvf»» 

DHFRififi?, fcJtfiftA'WFtBiS 
y7r/9-i;l/X±S»W7o^-5r-*#^t2.. 7 

5X5 F P p s j 1 8 9<oMm#m**vmimmm 

tt®H2lC;jVr. 

[003 4] mX^* F*ft2(t3- FfkDN A (475 
X5 FpP S J 1 7 9fc£tfpPS J 1 8 9*>6Sf Z* 

Bib*T&S$o «*tf, SA'WPIMIfca-Kfl: 
gt£DNA*75X5FpPS J 1 7 9fr&3 .4*Oifi 
aWHjndIlI->(baI$iJI8»SS75^>Fi:LT, t 
fc(475X5 FpP S J 1 8 9j*5 3 .4*offig*J©K 
P nI-SDeIMBBg75y>t>hfcLT^l0tt^Cfc 
75X5FDNArtO^»©*Jf88*gBffi© 
fcfcOi**.^ -ft&ftftVtf?- Flt2&f**3- Ft* 
D N A 757* y r *M»-rSfc»lCfflJ»«%SiJIS»jR 
}fi(b^B-p*5?Ct%SSI#(4KJ6*T^59. 85 
A-<7* FKKS&3- PttStt D N A *Str* S ;T£ fc 
MHMk7?77t:'P«H& *RfeJ:tff o-r:>y 

[0035] *w«B»<oBfl^»cs^*, wmvmx* 

7f-FI*2 s «:»j:«!jfi^S<ai,TV>*fflO»liS{*S, #y 
^5— e»«SJC(PCR)tt, DNA/vf7*y*-Mf- 
•>3 y*HOSSl©75iiSft:»4i:n&(D^Offl^to 
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*c * one** c mmmt 
<Matt®«(*5«fc*E?J#^ i or i ~7 1 

©75/K5887 7 8-8 0 9)^64*. MBfflM 
tt, *F^y>fcLT»5ft<&*y/^KcD77 5'J- 

£3Ettk:Hfttf££[Takeichl.ll.. 1990. Annu.RevJio 
dies. 59: 237-252], * F'N'J >77 5 'J-tt&fiMt© 

*c>ffliBttfe<fctfffl§aF>i«ltt**rf*. L*>U «LV< 

VMKlinter. 1992. Cell 69. 225-236], l3Y^)>t 
tO 0 3 6] £*/W7»J^tf-i/ 3 :/i£<DT£. a) 

T, U33DN Al£y/I«DN A, SftttXA'<7 , 7-Kfft » 

F'N';>*ie^*a*'5e«s!o-fc 

;V7l'>*^^ftcDNA-C$t>T€.J:V''. KSDN A 
©fc»O^SI*«l&»l=tt» SH, BBS. 8?K**©JB 

[0 0 3 7 ] * K'NU >7 7 5 y -£.}: tfffltA'W K 
F'S'J Vfc<fclffts0"<7> KltiMtOttftlRi***? 
LTffl^T. *F^U Vfcn-FtaiBe?*!!^* 

^F«2S{*o««cffla-r*o cneoae^sfflttit 
DNAjts^^-tfci'D-i/ftuTasftSiaiia 

Iff- FH2H*Stt©»Sf3VTr -y-lr-l'-rs. 

[0038] sa/N-Y^'j ^-tf— >a >is*ffl^Tra 

>Offlfia^fe<tyffl§artffll»%SfDNA77^>'b 40 
*Jfl^T, BT«i1t©»S«fA'<7^F»2S«:**F'NU 

[0 0 3 9] *35liB©iftA'W FW&ttfcn- FLT 
V^DNA, 3^»**©ft*<E>»*Hcg^< 7*0-7* 

f - Ftia£ffi1£*3- F LTV^ftsfDa&P&HSTS £ 

< •tu-fitm^Ti?* Fis2gtt*^-rsae?* 
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7* Fussjgit^-rsae? *ras£-r sc. 

S. /vf TW-f-tf-i 'S3 >j*ttUanlatis&(1989)A^ 
[0 0 4 0] ±K*Lfc,J:5£, ♦RWttStA^T'f- F 

t J: Sfb^©8P^'T *7*U v £ V r -r ©Wets 
^TWffiT&S. £a£8©<fcS&*iSU'-*7>Fira 

mmti&ton. a cesser, fe«tt/u-via 

c<0£i£tt, ffiA^7^Flfi)2ttli:<J:!)lt»)iii:ft 

T*a. Se^t, ioo«§«k:^i>T*^tt. WT© 
ie*>5&*> «fa*^©fk^©ft>)ii#*iii5rf s 

a ) WLMttV*?* FttiSifciSttcQfSBi* t efffl 

** d n Aas^* ^ — -ciBHiEie ? n/taBia i: 
a. 

[00 4 1] *«W©;£j4lc*5V>T£H3fciiftA^7>F 
*af**Stt©$Si*fcfce.-f *B»* D N A568H* f- 
©<Htt±Cf5«Lfc. C©,fc94*a»*DNA8g|' , <* 
?88i©fc»KSfl2n*lS±ffll8K:*5tt*8fiA 
'W FttS«:gtt«D«a5:KS©fc*k:Hfi-r« C t 

[0042] ±ic%&mLrzmt&z$tjm9isi<Dmm 

D N A^a^^?-T?O)BJWE»0B9fc8iiX^y^ Flfi 

*3- F LTV^3IE»jL D N A58SH* ^-1?®Ke» 

[0 0 4 3] *58H8<OilO!l«lC<3^T*ffl4liBI!at 
tix Escherichia colifc^t/Bacillus subtil is 

O-DH F R- [American Type Culture Collect ion (ATC 
C) . 12301 Parklawn Drive. Kockville. Maryland 2085 

2-i776*^Sf£S#ATCC <^-mmT\c\¥Bite), * 

+ -T--;ONAX$»-SfUttlffliaCH0-K 1 (ATCC CCL- 
61K '>V7>"L>X*-mfoA V 1 2 (ATCC CRL 157 
3). kh'jy^«CCRF-CEM«liS, tFWSSH 
7"^»«fiBia(LLC-PKi . ATCC CLlOl)*«J:0Bf 

Saccharomyces cerevislae^^lfPicchla pastoris^rd 



(8) 
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trBPWfflBS ; Spodoptera fruglperda Sf9(ATCC CRL 171 
0420773 h9tt*MB*3trKAMB : Aspergil 

i\ism*-&vwmm$*tiz a $ft, ±»cssu/c 

£#tt. Escherichia coli[DeFelice5 . 1973. J.Bacte 
riol. 116: 75 1 -7560] Island^. 1991. Cur 
r. Genet. 20 : 457-463: Harder . 1978. J .Bacteriol. 

136: 1174-1177J»COI,>TBB^ffnTVS. 

[0 0 4 4] ±KjSLft<k3£, Slt/^7* Flfigfc* 

CO 0 4 5] flLVW Ktta*S1t*«SUTt>* F 
7 >Z7 x * * V FSBBSK .J: *ffc£%l<DiR •) 2 $ 

<7-?<-\z. j: *) t-rcimib&h&m^'OizftT^z 
%GMtm%&<omic a *) fc%m*mt * c t k 

«b*x * y -->?t & ttwmm^tii 7 7 -t-r 

K45V>T Hr7*-l;:*fr* U F (£ 

ream) **ffcs»©te&, m<D®m%m& (*ft 
immnat&axDfeti, sftiigaafk^totfwt* 

3 fe5ffl<D<a©^tt*«ffl1-* C WTt5. Br 
adnerft<fctfClaridge[1984. rfcj&rSyajMKfctfSX* 
'J — - y 9%± . W .A .RenersH .1 i ley- Intersc ience Pu 
b.. John WileyfccktfSons. Inc. N.Y., NY] J; DflflS 

[00 4 6] 

DNA©»flsfe«ktf#*r<0ft*!>©5a«\ * 
JtWteManiatisS (1989)t * »)M^nTI,>S«J: o t 
ff^fc. &JI88JKS£©fti6(D*ftti, KiS«[Boehrin 
ger Mannheia (BU) .Indianapolis, IN; New England Bi 
olabs (NEB) . Beverly. MA: Bethesda Research Labs 
(BRL). CaiChersburg. MD] t «fc ?>}i5l*nTf«*ff* 
ffifflLft. 

[00 4 7] £flfifl!l 

f-W--^AX2-fl«UE§a(CHO-K 1, ATCC C 
a 61)*, Stratagene«aJBl?4f7>'^7x^->3^ 
•y F (Stratagene Catalog # 200285) tpfcEttSnTV 

**;t/->7Z»it»7n ha-/l/*flH,>T77*£ F P P 
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5 J 1 7 9-eh5>*7x*i'3>'Uc. 75X5 Hp 
P S J 17 911, Escherichia coli K 1 2 DH 5 o/p 
PS J 1 7 9 (N R R I B-2 1 04 1 )*>5>a*<D7 
;!/*'J-SDSft(«aniatisG. 1989)*fflC>TlMrf S 

7i*f3 >S*WT<D i. o K.ftr> ft. eff±ffifi?fiO 
CHO-KlflilS(l 00«mlS*ll, 7U-r^>^0 
1B&)*, 2 0/ig®*;l'^'>A-ajaLftDNA1r>' 
7;Ufc#K3 71CT2 0#ffl^>*i^-hl,ft. DN 
10 Atf V7;1/«77X5 FpP S J 1 7 9 SftttftHfc t 
T075X5K P Rc/RSV©if^P)*^feofto 
T, &JffliS*l 0%>>->flfe>Ijfil}f (Hyclone Laboratorte 
s Inc.. Logan. UT 84321)*£OF 1 2 3 BRfl 

mmztt. cotte. «M«a«9ift. c-4 1 sx 

;l/7x-KCibco. Grand Island. NY)*3 0 0 jig/ml 

3 71CT?1 3 BWJiiStStffc. »<09f5t©ft 

SftbfcftB, 3 7iCoa»?««glc^TliSl«-tt 
M ft. B*li£fc«»»7-y-fe'i (E L I S k)tsf.U$L\ 

f - K»S{*ttE%«SLft^D-y*|j)ai»f5t©fti!)IC 
SS?Lfto S"Mlc:<J:n(f, Dantzig5[1990. Biochio.Bi 
ophys.Acta 1027 : 2U-217]fcJ: DM^tlft^S^ffl 

-*-*„ Set, E5<J*^llcS^<7n-7«:?iJffl-ra 
/W 7»J ¥4*-*s a >}i*ffl^T, »{X^7^ FlftiS 
jo #*3-FLTV^DNA*StJ*n-y:fc|a]5rr*C 

[004 8] IMLi 

^JS«iI 1 Lft o- V*tt£*Jt-te7 7 U+->y 
©l20ji*lCOVTffflSUft. -fe77U*-»ttEli Li 
lly and Company (Indianapolis. IN)A^6A#Rlfi6l?* 
* e >7VX7x*$"3>'SnftCHO-K 1«SS(7 
x;V^ft»)~0 .5A>6 1 x l 0 5 IMS)*±K<O<J:-5H:C 
osur2 4-7i;l/7b-h*-C3BWI«MS^ft. i> 
ffi^S«Ha*2 5bM HEPES, P H7.4%#tr7- 
«o (G ibco . Crand Is land , NY) (Trans- E 

BSS)?Ut»U 3 7*CT4 S^nHWV+a^-h 
U ^7?Trans-EBSS«:K?Hi:J:DfiSE£Lft. C 
<0fflBa*l 2 0eMffl{b=iy:<\ 2 5mM ME S, pH 

6 OZZtTi- b 'J 7A^©7-;L-¥«ia)i}SS(^ h 
•J7A^, Trans-E B S S)fp, lmM[ 14 CJ-fe77 

i/*fyoWc-i^a^-n,ft. taea 

**?%Trans-E B S S, pH7 .4T?iJtj*U 0.2N 
NaOH«PT?fS»S-l*> HBJ*'>^f-P— >3^8tfS»J 
$E<Dfta6lc8ttLft„ 
so [0049] «aW*F7>X7x^^^K*D-V 



(9) 
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y hJC<fc^ lmMO-b7rl/*^V<DKD3iW±, SEA 

$ £ G ly - L - P ro ( G P ) <D 5 0 mM <fc 0 H * 
-ZftZCtffTS&tirc* «B*lmM[ M C]-fe77b* 
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^W4h5VX7x^*>K^n->9)Jcfe^%J| 

»s8«B!atJ:a imM[» c]-t:7r is^fxonm 

C*2] 



14 C— t77b+^>OWDii^ 
(naol/ng£«lfi»S//<»» 



m 

aa±cp 



6 .6±0 .3 
4 .5±0 .03 

3 .3±0 .6 

4 .7±0 .4 



[00 50] 
[EMffl 

[0 0 5 1] E?J#*t : 1 
E?J0fi£ : 8 3 2 

E?J: 

Met He Leu Gin Ala His Leu His Ser Leu Cys Leu Leu Met Leu 
15 10 15 

Tyr Leu Ala Thr Gly Tyr Gly Gin Glu Gly Lys Phe Ser Gly Pro 

20 25 30 

Leu Lys Pro Met Thr Phe Ser He Tyr Glu Gly Gin Glu Pro Ser 

35 40 45 

Gin lie He Phe Gin Phe Lys Ala Asn Pro Pro Ala Val Thr Phe 

50 55 60 

Glu Uu Thr Gly Glu Thr Asp Asn He Phe Val He Glu Arg Glu 

65 70 75 

Gly Leu Leu Tyr Tyr Asn Arg Ala Leu Asp Arg Glu Thr Arg Ser 

80 85 90 

Thr His Asn Leu Gin Val Ala Ala Leu Asp Ala Asn Gly He He 

95 100 105 

Val Glu Gly Pro Val Pro He Thr He Glu Val Lys Asp He Asn 

110 115 120 

Asp Asn Arg Pro Thr Phe Leu Gin Ser Lys Tyr Glu Gly Ser Val 

125 130 135 

Arg Gin Asn Ser Arg Pro Gly Lys Pro Phe Leu Tyr Val Asn Ala 

140 145 150 

Thr Asp Leu Asp Asp Pro Ala Thr Pro Asn Gly Gin Leu Tyr Tyr 

155 160 165 

Gin He Val He Gin Leu Pro Met He Asn Asn Val Met Tyr Phe 

170 175 180 

Gin He Asn Asn Lys Thr Gly Ala He Ser Leu Thr Arg Glu Gly 

185 190 195 

Ser Gin Glu Leu Asn Pro Ala Lys Asn Pro Ser Tyr Asn Leu Val 

200 205 210 

He Ser Val Lys Asp Met Gly Gly Gin Ser Glu Asn Ser Phe Ser 

215 220 225 
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Asp Thr Thr Ser Val Asp He He Val Thr Glu Asn lie Trp Lys 

230 235 240 

Ala Pro Lys Pro Val Glu Met Val Glu Asn Ser Thr Asp Pro His 

245 250 255 

Pro He Lys He Thr Gin Val Arg Trp Asn Asp Pro Gly Ala Gin 

260 265 270 

Tyr Ser Leu Val Asp Lys Glu Lys Leu Pro Arg Phe Pro Phe Ser 

275 280 285 

lie Asp Gin Glu Gly Asp lie Tyr Val Thr Gin Pro Leu Asp Arg 

290 295 300 

Glu Glu Lys Asp Ala Tyr Val Phe Tyr Ala Val Ala Lys Asp Glu 

305 310 315 

Tyr Gly Lys Pro Leu Ser Tyr Pro Leu Glu He His Val Lys Val 

320 325 330 

Lys Asp He Asn Asp Asn Pro Pro Thr Cys Pro Ser Pro Val Thr 

335 340 345 

Val Phe Glu Val Gin Glu Asn Glu Arg Leu Gly Asn Ser He Gly 

350 355 360 

Thr Leu Thr Ala His Asp Arg Asp Glu Glu Asn Thr Ala Asn Ser 

365 370 375 

Phe Leu Asn Tyr Arg lie Val Glu Gin Thr Pro Lys Leu Pro Met 

380 385 390 

Asp Gly Leu Phe Leu He Gin Thr Tyr Ala Gly Met Leu Cln Leu 

395 400 405 

Ala Lys Gin Ser Leu Lys Lys Gin Asp Thr Pro Gin Tyr Asn Leu 

410 415 420 

Thr He Glu Val Ser Asp Lys Asp Phe Lys Thr Leu Cys Phe Val 

425 430 435 

Gin He Asn Val He Asp He Asn Asp Gin He Pro He Phe Glu 

440 445 450 

Lys Ser Asp Tyr Gly Asn Leu Thr Leu Ala Glu Asp Thr Asn He 

455 460 465 

Gly Ser Thr He Leu Thr lie Gin Ala Thr Asp Ala Asp Glu Pro 

470 475 480 

Phe Thr Gly Ser Ser Lys He Leu Tyr His He He Lys Gly Asp 

485 490 495 

Ser Glu Gly Arg Leu Gly Val Asp Thr Asp Pro Bis Thr Asn Thr 

500 505 510 

Gly Tyr Val He He Lys Lys Pro Leu Asp Phe Glu Thr Ala Ala 

515 520 525 

Val Ser Asn He Val Phe Lys Ala Glu Asn Pro Glu Pro Leu Val 

530 535 540 

Phe Gly Val Lys Tyr Asn Ala Ser Ser Phe Ala Lys Phe Thr Leu 

545 550 555 

He Val Thr Asp Val Asn Glu Ala Pro Gin Phe Ser Gin His Val 

560 565 570 

Phe Cln Ala Lys Val Ser Glu Asp Val Ala He Gly Tnr Lys Val 

575 580 585 

Gly Asn Val Thr Ala Lys Asp Pro Glu Gly Leu Asp He Ser Tyr 

590 595 600 
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Ser Leu Arg Gly Asp Thr Arg Gly Tip Leu Lys lie Asp His Val 

605 610 615 

Thr Gly Glu He Phe Ser Val Ala Pro Leu Asp Arg Glu Ala Gly 

620 625 630 

Ser Pro Tyr Arg Val Gin Val Val Ala Thr Glu Val Gly Gly Ser 

635 640 645 

Ser Leu Ser Ser Val Ser Glu Phe His Leu He Leu Met Asp Val 

650 655 660 

Asn Asp Asn Pro Pro Arg Leu Ala Lys Asp Tyr Thr Gly Leu Phe 

665 670 675 

Phe Cys His Pro Leu Ser Ala Pro Gly Ser Leu lie Phe Glu Ala 

680 685 690 

Thr Asp Asp Asp Gin His Leu Phe Arg Gly Pro His Phe Thr Phe 

695 700 705 

Ser Leu Gly Ser Gly Ser Leu Gin Asn Asp Trp Glu Val Ser Lys 

710 715 720 

lie Asn Gly Thr His Ala Arg Leu Ser Thr Arg His Thr Asp Phe 

725 730 735 

Glu Glu Arg Ala Tyr Val Val Leu He Arg He Asn Asp Gly Gly 

740 745 750 

Arg Pro Pro Leu Glu Gly He Val Ser Leu Pro Val Thr Phe Cys 

755 760 765 

Ser Cys Val Glu Gly Ser Cys Phe Arg Pro Ala Gly His Gin Thr 

770 775 780 

Gly He Pro Thr Val Gly Met Ala Val Gly He Leu Leu Thr Thr 

785 790 795 

Leu Leu Val He Gly He He Leu Ala Val Val Phe lie Arg He 

800 805 810 

Lys Lys Asp Lys Gly Lys Asp Asn Val Glu Ser Ala Gin Ala Ser 

815 820 825 

Glu Val Lys Pro Leu Arg Ser 

830 832 

[0052] mmn : 2 «s<oa : c*« 

: 2 4 9 9 r-tfu^- : fiffitt 

EHOS : Mfc : D N A 



ATGATACTTC AGGCCCATCT TCACTCCCTG TGTCTTCTTA TGCTTTATTr 50 

CGCAACTCCA TATGGCCAAG AGGGGAAGTT TACTGGACCC CTGAAACCCA 100 

TCACArrrrc tatttatgaa ggccaagaac cgagtcaaat tatattccag iso 

TTTAAGGCCA ATCCTCCTGC TGTGACTTTT GAACTAACTG GGGAGACAGA 200 

CAACATATIT CTGATAGAAC GGGAGGGACT TCTGTATTAC AACAGAGCCT 250 

TGGACAGGGA AACAAGATCT ACTCACAATC TCCAGGTTGC AGCCCTGGAC 300 

GCTAATGGAA TTATAGTCGA GGGTCCAGTC CCTATCACCA TAGAAGTGAA 350 

GGACATCAAC GACAATCGAC CCACGTITCT CCACTCAAAG TACGAAGGCT 400 

CAGTAAGGCA GAACTCTCGC CCAGGAAAGC COTCTTCTA TGTCAATGCC 450 

ACAGACCTGG ATGATCCGGC CACTCCCAAT GGCCAGCTTT ATTACCAGAT 500 

TGTCATCCAC C1TCCCATGA TCAACAATGT CATCTACTTT CAGATCAACA 550 

ACAAAACGCC AGCCATCTCT CTTACCCGAG AGGCATCTCA GCAATTGAAT 600 

CCTGCTAAGA ATCCTTCCTA TAATCTGGTG ATCTCAGTGA AGGACATGGG 650 

AGGCCAGAGT GAGAATTCCT TCAGTGATAC CACATCTGTG GATATCATAG 700 
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TGACAGAGAA TATTTGGAAA GCACCAAAAC CTGTGGAGAT GCTGGAAAAC 750 

TCAACTGATC CTCACCCCAT CAAAATCACT CAGGTGCGGT GGAATGATCC 800 

CGGTGCACAA TATTCCTTAG TTGACAAAGA GAAGCTGCCA AGATTCCCAT 850 

TTTCAATTGA CCAGGAAGGA GATATTTACG TGACTCAGCC CTTGGACCGA 900 

GAAGAAAAGG ATGCATATGT TTTTTATGCA GTTGCAAAGG ATGAGTACGG 950 

AAAACCACTT TCATATCCGC TGGAAATTCA TGTAAAAGTT AAAGATATTA 1000 

ATCATAATCC ACCTACATGT CCGTCACCAG TAACCGTATT TGAGGTCCAG 1050 

GAGAATGAAC GACTGGGTAA CAGTATCGGG ACCCTTACTG CACATGACAG 1100 

GGATGAAGAA AATACTGCCA ACAGTITTCT AAACTACAGG ATTGTGGAGC 1150 

AAACTCCCAA ACTTCCCATG GATGGACTCT TCCTAATCCA AACCTATGCT 1200 

GGAATGTTAC AGTTAGCTAA ACAGTCCTTG AAGAAGCAAG ATACTCCTCA 1250 

GTACAACHA ACGATAGAGG TGTCTGACAA AGATTTCAAG ACCCTTTGTT 1300 

1TGTGCAAAT CAACGTTATT GATATCAATG ATCAGATCCC CATCTTTGAA 1350 

AAATCAGATT ATGGAAACCT GACTCTTGCT GAAGACACAA ACATTGGGTC 1400 

CACCATCTTA ACCATCCAGG CCACTGATCC TGATCACCCA TTTACTGGGA 1450 

GTTCTAAAAT TCTGTATCAT ATCATAAAGG GAGACAGTGA GGCACGCCTG 1500 

GGGGTTGACA CAGATCCCCA TACCAACACC GGATATGTCA TAATTAAAAA 1550 

CCCTCTTGAT TTTCAAACAG CAGCTGTTTC CAACATTGTG TTCAAAGCAG 1600 

AAAATCCTGA GCCTCTAGTG TITGGTGTGA AGTACAATGC AAGTTCnTT 1650 

GCCAACTTCA CGCTTATTGT GACAGATGTG AATGAAGCAC CTCAATTTTC 1700 

CCAACACGTA TTCCAAGCGA AAGTCAGTCA GCATGTAGCT ATAGGCACTA 1750 

AAGTGGGCAA TGTGACTGCC AAGGATCCAG AAGGTCTGGA CATAACCTAT 1800 

TCACTGAGGG GAGACACAAG AGGTTGGCTT AAAATTGACC ACGTGACTGG 1850 

TGAGATCnT AGTGTGGCTC CATTGGACAG AGAAGCCGGA AGTCCATATC 1900 

GGGTACAAGT GGTGGCCACA GAAGTAGGGG GGTCTTCCTT AAGCTCTCTG 1950 

TCAGAGTTCC ACCTGATCCT TATGGATGTG AATGACAACC CTCCCAGGCT 2000 

AGCCAAGGAC TACACGCGCT TGTTCTTCTG CCATCCCCTC AGTGCACCTG 2050 

GAAGTCTCAT TTTCGAGGCT ACTGATGATG ATCAGCACTT ATTTCGGGGT 2100 

CCCCATTITA CATTITCCCT CGGCAGTGGA AGCTTACAAA ACGACTGGGA 2150 

ACTTTCCAAA ATCAATGCTA CTCATGCCCG ACTGTCTACC AGGCACACAG 2200 

ACTTTGAGGA GAGGGCGTAT GTCGTCTTGA TCCGCATCAA TGATGGGGCT 2250 

CGGCCACCQ TGGAAGGCAT TGTTTCTTTA CCAGTTACAT TCTGCAGTTG 2300 

TGTGGAAGGA AGTTGnTCC GGCCAGCAGG TCACCAGACT GGGATACCCA 2350 

CTGTGGGCAT GGCAGTTGGT ATACTGCTGA CCACCCTTCT GGTGATTGCT 2400 

ATAATHTAG CAGTTGTGTT TATCCGCATA AAGAAGGATA AAGGCAAAGA 2450 

TAATGTTGAA AGTGCTCAAG CATCTGAAGT CAAACCTCTG AGAAGCTGA 2499 

[0ffi^ffl*^H»W] CH 2 ] -fv X = K P P S J 1 8 9 <D&JPS»SRS5fflfc 

m i ] -fvTs^ k p p s j 1 7 9<osjK»*»tt*5 zximmrnvmrn-vibZo 
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(5i) int. ci. 5 mmm^ frmmm fi m&mm 

C 1 2Q 1/02 6807-4B 
//(C12P 21/02 
C12R 1:91) 



(72)5£W£ v^V-frX+VX 

7* y *a*B46256'f >r-f > 



(72)5?W# • • v Y V v F 

7* U *£«@46143^ Vr >T 7 +WV 
->>)7h\ . ^n»y^yy2412S 



